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GROWTH OF SEEDLINGS IN LIGHT AND IN 
DARKNESS IN RELATION TO AVAILABLE 
NITROGEN AND CARBON! 

Mary E. REID 
(WITH PLATES I-IV) 


Introduction 


The influence of reserve substances in the plant upon its subse- 
quent growth involves a multitude of problems of great importance, 
both from a practical and from a theoretical standpoint. The 
present investigations are concerned with the influence of certain 
types of reserve foods found in seeds upon the development of the 
seedling. A study has been made concerning the relation to growth 
of the amount and nature of the reserves of carbon and nitrogen 
which an embryo plant has at its disposal. 

Some of the more practical questions which have prompted the 
research are as follows: 

What are the responses of seedlings having available different 
amounts of reserve carbon and nitrogen when extra amounts of 
carbon and nitrogen are supplied externally? Is fertilization with 
nitrogen advisable in the early growth of all types of seedlings, re- 
gardless of weather and light conditions and the nitrogen reserves of 
the seed? Is the seedling with the larger reserves of carbon better 
able to live and thrive during prolonged periods of dull, cloudy 
weather during the early growth of the plant? Is the seedling with 
the larger amount of stored nitrogen at its disposal better able to 
withstand conditions of drought or of poor soil during the early 
phase of development, when nitrogen from an outside source is un- 
available or available in very limited amounts? 

Although the results of these experiments do not furnish answers 
to all these questions, it is considered that they supply considerable 
additional data toward this end. Previous investigations (11) with 
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tomato cuttings varying in the relative proportions of the reserves 
of carbohydrates and nitrogen had shown very different responses 
when exposed to different environmental conditions, such as varia- 
tions in light and darkness and the presence and absence of nitrate 
nitrogen in the nutrient medium. It was found that: (1) An 
abundant reserve of carbohydrates favored the rapid assimilation of 
nitrates. This was in agreement with the observations of KRAuS 
and KRAYBILL (8) in their study of the growth of the tomato plant. 
(2) An abundant reserve of carbohydrates but limited supply of 
nitrogen favored the growth of roots, but not that of shoots. (3) 
An abundance of nitrogen and an abundance of carbohydrates fa- 
vored the growth of both shoots and roots. (4) An abundance of 
nitrogen but a limited amount of carbohydrates favored growth of 
shoots, especially of leaves, but not growth of roots. (5) The as- 
similation of nitrates occurred both in light and in darkness, but 
more rapidly in light, and the assimilated products were used in 
favoring growth of shoots especially. 

The present studies have dealt with the development during the 
seedling stage only, and have related primarily to the influence of 
varying amounts of nitrogen and carbon upon the growth of shoots 
and roots. Experiments have been performed in light and in dark- 
ness with no nitrogen obtainable except that present in the reserves 
of the seeds, and also with nitrogen available in the form of nitrates. 
The following types of seeds were used: 


Little:Clubwheat tnecusta.ge : : 
Vermont Champion barley... . : Relatively bight pegs: 
Com ARE O Low protein of gliadin and glutenin; 
Illinois low-protein corn...... conta) as amide ae 
FE ynchew) barloye(Diclingon starch; low fat tively small amount of 
ING 2 )inate. Pernons aieeae eee globulin protein 
Relatively high content 
Blue stem wheat...........- : } of gliadin and glu- 
Marquis wheat.............. Relatively high tenin; high-protein corn 
Hannchen barley (Aberdeen, protein content; lower in amide N and 
ND ie cee high starch; higher in globulin than 
Illinois high-protein corn..... low fat low-protein type 


(SHOWALTER AND 
CARR, 14) 
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First of all peas. .deocc <i). <0 « 
Canada White peas.......... 
New Era cow peas........... 
White Marrow bush beans.... 
Permdnsoy” DEANS. 4.8 «chit 0-5: 


Moderately high protein content; moderately 
high starch content; low fat (except soy 
bean) 


Mammoth Russian sunflower . 
Large Warted Hubbard squash 
Rocky Ford muskmelon...... 
Bonnie Best tomato......... 


High globulin content; 


low starch; dont oe 


Very high protein; 
high oil 


Experimental methods 


The seeds were sterilized by immersion in a 0.25 per cent solution 
of uspulun. Starchy seeds were left in the solution for one hour, and 
those of the oily type for one-half hour, after which they were rinsed 
in freshly distilled water. The seeds were placed in germinators be- 
tween layers of moist filter paper and allowed to sprout before being 
planted. This precaution was necessary since some of the seedlings 
were to be grown without any nitrogen from an outside source, and 
consequently the possibility of the seedlings obtaining nitrogenous 
products by the decomposition of seeds which failed to germinate 
had to be avoided. When the radicles had attained a length of 0.5- 
2 cm. the seedlings were planted in pulverized quartz and contained 
in 7-inch clay bulb pots. Glazed porcelain dishes with rims an inch 
high were used as saucers. The pots containing the sand, together 
with the saucers, had previously been sterilized by heating for an 
hour in a steam sterilizer maintained at a pressure of 15 pounds. 
The cultures were moistened with nutrient solutions made with salts 
of tested purity, and prepared according to the following formulas: 


SOLUTION CONTAINING NITRATES 


A B 


2 per cent Mg SO, 
2 per cent KH,PO, 
2 per cent KNO; 


4 per cent Ca(NO;). 
2 per cent CaCl, 
1.5 per cent CaSO, 


SOLUTION LACKING NITRATES 


A 
2 per cent Mg SO, 
2 per cent KH,PO, 
1 per cent KCl 


B 
2 per cent CaCl, 
1.5 per cent CaSO, 
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The solutions were diluted before applying them to the cultures. 
In preparing the solution containing nitrates, 100 cc. of solution A 
was made up to 1 liter with distilled water; 100 cc. of solution B was 
diluted in the same manner and the solutions A and B were then 
mixed. The solution lacking nitrates was diluted similarly. The cul- 
tures were given fresh solutions every second day in some experi- 
ments, and every third or fourth day in others. The time for making 
fresh applications was determined largely by light and temperature 
conditions, which affected the rate of growth and the ability of the 
seedlings to utilize the mineral nutrients. The same procedure was fol- 
lowed throughout the course of any one experiment. The level of the 
solutions in the saucers was kept nearly constant between times of 
applying nutrient solutions by the addition of distilled water. 
Freshly distilled water was used at all times. This precaution was 
considered necessary, since it has been shown by SEIBERT (13) that 
certain kinds of microscopic organisms may thrive in distilled water 
tanks and pipes, and that these organisms have the ability to fix 
atmospheric nitrogen. The external nitrogen supply was controlled 
in these cultures, except that ammonia in the atmosphere was not 
eliminated as a factor. However, all seedlings in any experiment 
were subjected to the same atmospheric conditions with reference to 
this factor, and hence it is unlikely that it can be responsible to any 
extent for the differences in growth that are here described. Experi- 
ments have been conducted with seedlings grown in darkness and in 
light with each of the two types of solutions. Except in one case 
(March 5-26, 1926) all experiments were repeated, and the results 
of the second test were found in general to be in close agreement 
with those of the first. 


Growth of seedlings in darkness 


The question of etiolation has enlisted the interest of a number 
of physiologists, whose investigations on the problem were relatively 
extensive in the botanical literature of fifty to sixty years ago. 
SacHs, G. Kraus, GODLEWSKI, STEBLER, PFEFFER, BATALIN, 
RAUWENHOFF, and VINES made important contributions at this 
time. Still earlier, DECANDOLLE (2) had described the character- 
istics of the etiolated plant, and attempted, as have many others 
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since, to account for the peculiarities of growth in darkness. The 
chief characteristics of the etiolated plant as mentioned by these 
earlier investigators may be said to be a greatly elongated stem, and 
leaves much reduced in size. Cotyledons which in the light grow 
and develop into foliage leaves remain small and undeveloped in 
darkness. Of all the peculiarities of the etiolated seedlings perhaps 
the absence of chlorophyll is the most outstanding. Almost no men- 
tion is made of the characteristics of the roots of etiolated seedlings. 

The results of some of SAcuHs’ (12) experiments show that the 
great elongation of the stem and reduction in size of the leaves 
of etiolated plants is not without exceptions. The leaves of many 
monocotyledonous plants become longer in darkness than in light. 
Also the leaves of certain dicotyledonous plants, as Beta, become 
almost as large when grown in darkness as in light. Sacus postu- 
lated that the reason leaves failed to develop in darkness was not 
because of lack of food (carbohydrates supposedly), but was due to 
some unknown influence of chlorophyll. 

DE SAussurE (3) was probably the first to state that leaves are 
dependent for their growth on the products of their own assimila- 
tion (carbohydrates inferred). G. Kraus (9) was also of this 
opinion, and claimed that the leaf can only develop in darkness to 
the stage where it can begin to assimilate if it receives the light; if 
it cannot assimilate it will remain small and soon die. His only 
proof, however, for the fact that assimilation is essential for the 
growth of leaves is that he did not find starch in etiolated leaves. He 
recognized the fact that non-nitrogenous reserve materials as fats 
may be present in cotyledons, and yet the cotyledons do not grow 
beyond a certain relatively small size in darkness. He considered 
that deficiencies in cell wall formation were the chief limiting factors, 
therefore, and that light is necessary for the transformation of ma- 
terials into cell walls. His own work (9) and that of RAUWENHOFF 
(10), and of a number of later investigators, have shown that light 
has a marked influence on the thickening of cell walls and the 
maturation of tissues. G. Kraus and RAUWENHOFF thought the 
effect was produced by the processes of synthesis and utilization of 
carbohydrates. GODLEWSKI (5) claimed that the influence of light 
on the thickening of cell walls and its growth-retarding effect on the 
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growth of stems have nothing to do with the assimilation of carbo- 
hydrates. Vines (16) had previously presented data which were 
interpreted as proving also that the retarding influence of light on 
the growth of leaves is completely independent of assimilation. 
Both of these investigators referred to the need of uniform light for 
the growth of stem and leaf, rather than to the effect of strong light 
as compared with weaker light. 

Although most of the research as to the effects of light and dark- 
ness on the growth of different organs has been conducted with seed- 
lings, not much attention has been paid to the influence of the 
amount and nature of the food reserves of the seed upon the type 
of growth. Nevertheless such a relation was partially recognized by 
the investigators who studied somewhat the chemical content of the 
seedlings. Descriptions of the growth responses are very incomplete, 
however. 

It has not been the province of this research to enter into a de- 
tailed study of the phenomena of etiolation, but rather to obtain 
some quantitative measurements of the growth of different organs, 
to be used for comparison with results of subsequent experiments 
with seedlings grown in the light. 


I. SEEDLINGS GROWN WITH NO EXTERNAL SOURCE OF NITROGEN 


The seedlings of each kind were allowed to grow until the shoots 
attained their maximum length. Several preliminary tests were 
made to determine the most practicable method. Measurements of 
the heights of certain plants in each culture were made at intervals 
as the time of attaining maximum size approached. When no fur- 
ther elongation of the shoot occurred the experiment was terminated. 
The general appearance of the plant was taken into consideration, 
and slight indications of shrinking or wilting of the leaves were like- 
wise used as an index that there was cessation of growth. The dark 
room in which the seedlings were grown was maintained at a nearly 
uniform temperature (21° C.), and favorable conditions of atmos- 
pheric moisture were obtained by evaporation of moisture from the 
cement floor covering the pebbles which was sprinkled with water 
daily. 


In harvesting the seedlings, the roots were carefully washed 
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free of the quartz sand and rinsed in distilled water. Measurements 
of the lengths of roots and stems and of length and width of leaves 
and cotyledons were obtained, and also the green weights of the 
tissues. The quantitative results are given in table I, and illustra- 
tions of cow pea, soy bean, muskmelon, tomato, sunflower, and 
high- and low-protein corn seedlings are shown in figs. 1-7. Due to 
the fact that so many different kinds of seedlings were grown in these 
experiments, it was not possible to preserve the material for dry 
weight determinations. 

Seedlings which grew from high-protein, high-oil seeds had the 
highest shoot to root ratios. This largely results from the develop- 
ment of an exceedingly long stem and a small amount of roots. 
The stems have a very high water content and a relatively small 
amount of protoplasm in the cells. Some of the seedlings of this 
group (for example, squash) may produce one leaf which remains 
very small, or no visible leaves, as in the case of tomato. Sections 
of the incompletely developed cotyledons showed that the tissues 
have a very dense compact structure. The cells remain small and 
intercellular spaces are only slightly developed. The similarity in 
behavior of these seedlings, representing three different families, 
suggests that the type of growth is related to the nature and quantity 
of reserve foods which are available. 

The smallest weight of shoots in proportion to roots was found 
among the Gramineae. The low ratio results from the relatively 
greater weight of roots, the small size or lack of stems, and the 
extensive leaf development in which a large amount of the reserve 
materials has been used. The leaves of these seedlings have a much 
higher protoplasmic but lower water content than had the stems of 
the high-protein dicotyledonous seedlings previously described. 
Seedlings of the grass family have leaves longer and narrower, but 
thinner in cross-section, than those of similar seedlings grown in the 
light in normal atmosphere. This difference in length of leaf in 
light and in darkness results chiefly from the greater length of the 
leaf sheaths in the case of seedlings grown in darkness. The leaf 
blades of the high-protein types of the grass family tend to be longer 
in the light than in darkness, but those of the low-protein types tend 
to be longer in darkness than in light. Microchemical tests for starch 
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and free-reducing substances, made on tissues of some of the seed- 
lings just previous to harvesting, showed that many of the seedlings 
contained little or no starch except in the guard cells of the leaves 
and occasional grains in the bundle sheaths at the time the seedlings 
stopped growing. However, some of them contained small amounts 
of reducing substance. 

Seeds of the Leguminosae are in certain respects intermediate 
to the other two groups in the chemical composition of the reserve 
foods, and the seedlings have a tendency to be intermediate in their 
responses with respect to the relative proportions of shoots to roots. 
Several types of seedlings of this group (for example, two kinds of 
peas) stopped growing before the reserves from the cotyledons were 
depleted. Microchemical tests showed that very little reducing sub- 
stance could be found in the seedlings or in the cotyledons, but that 
a small amount of starch was left in the cotyledons. The supply of 
soluble carbohydrates in the seedling may have been insufficient to 
provide for further growth. It has been shown by a number of in- 
vestigators that leguminous seedlings grown from high-protein seeds 
of especially high-protein content have insufficient carbohydrate re- 
serves to allow a complete utilization of the stored nitrogen. The 
possibility of some limiting factor other than a carbohydrate should 
also be considered. No tests were conducted to determine whether 
the seedlings could be kept growing for a longer time by immersing 
the roots in sugar solutions. 

Some variations in the relative weights of shoots and roots in 
relation to differences in temperature have been observed. In one 
series of experiments with high- and Jow-protein corn it was noticed 
that a relatively greater weight of roots was produced at 27° than 
atzo, GC: 

Observations made on cross-sections of stems and roots of the 
dicotyledonous seedlings showed that the processes of both nuclear 
and cell division have been much limited. Secondary thickening is 
less advanced than in stems and roots of similar seedlings grown in 
the light. Some microchemical tests for cell membrane substances 
have been made. There is some evidence that lignin is present in the 
xylem vessels of the stem in most of the types of seedlings. Darkness 
does not prevent the deposition of strengthening materials in the cell 
walls, although it does limit the process greatly. 
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It. SEEDLINGS GROWN WITH NITRATES IN NUTRIENT SOLUTION 


The quantitative data are presented in table IT. When nitrates 
were obtainable by the growing seedlings, there was found to be a 
definite increase in the total green weight in thirteen of the nineteen 
types studied. Two of the types had the same total green weight 
when nitrates were available as when they were not. A decrease in 
the total green weight of four types was noted. Possibly in the 
latter forms carbohydrates were a limiting factor. There is evidence 
from some of the experiments to be described in a subsequent paper 
that the presence of nitrates in the nutrient solution stimulates 
respiration. This alteration in the rate of respiration of seedlings 
grown in darkness would have considerable effect on the duration of 
the reserve carbohydrates and fats. 

The increases in total green weights of tissues with the use of 
nitrates are not nearly so great as has been found in the experiments 
with tomato cuttings, which had a much more abundant store of 
reserve carbohydrates. It was found that nitrates favored the 
growth of shoots much more than of roots in the experiments both 
with seedlings and tomato cuttings. In some of the experiments with 
cuttings, in which the nitrogen and carbohydrate reserves were both 
moderately high, the presence of nitrates in the nutrient solution in 
which the cuttings were grown had a definitely unfavorable effect on 
the growth of roots. Only four of the nineteen types of seedlings 
had growth of roots increased by the presence of nitrates in the 
nutrient solution; thirteen types had root growth somewhat sup- 
pressed; and two types had about the same weight of roots with 
nitrate as without. Growth of shoots was definitely favored in 
fourteen types of seedlings; it was inhibited in four types; and about 
the same in two types. These responses as to the stimulating effect 
of nitrates on growth of shoots also agree with results obtained with 
tomato cuttings. 


SUMMARY OF RESULTS OBTAINED WITH SEEDLINGS GROWN 
IN DARKNESS 


1. There appears to be a tendency for the relative weights of 


shoots to roots to vary according to the carbohydrate and nitrogen 
content of the seed: the higher the supply of carbohydrates in pro- 


ia 
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portion to the nitrogen, the lower the relative weights of shoots to 
roots. The relation is probably not so clear as it might be if the 
carbohydrate reserve were not a limiting factor to the utilization of 
nitrogen in some of the high-nitrogen types of seedlings. 

2. Nitrate nitrogen is assimilated by seedlings grown in darkness. 
Variations in ability to synthesize nitrates into growth-promoting 
substances are doubtless caused to some extent by differences in the 
carbohydrate or fat reserves, or in some cases by differences in both 
fats and carbohydrates. 

3. Nitrates tend to increase growth of shoots in darkness, but 
they inhibit growth of roots somewhat, especially if the supply of 
reserve carbon compounds is much limited. 

4. There is a marked inhibition in growth as to size and number of 
leaves in all types of seedlings investigated except among the repre- 
sentatives of the Gramineae. Observations indicate that this is due 
partly to a failure of the cells already formed to grow, although there 
is also a limitation of cell division. In general, the greater compact- 
ness of the foliaceous tissues, lack of intercellular spaces, and the 
small size of cotyledons of the foliaceous type (as in squash) show 
that growth of cells is inhibited. 

5. Growth of roots is much restricted in practically all types of 
seedlings, but stem elongation is extensive with the exception of that 
of seedlings of the Gramineae, in which the leaf sheaths are much 
elongated. 

6. The processes of secondary thickening of stems and roots and 
of deposition of materials in the cell walls are very much inhibited. 


Seedlings grown in light in normal atmosphere 


Seasonal differences have been found to modify noticeably the 
growth of seedlings in the light. An attempt has been made to avoid 
differences caused by changes of season, such as length of day, 
temperature, and intensity and quality of light. The experiments on 
the effect of nitrogen starvation, and nitrogen feeding on the growth 
of different types of seedlings in the light, have been conducted 
‘chiefly during the months of October and March. During these 
months day length is approximately the same, except for the fact 
that in the October experiments the days became shorter as the 
experiment progressed, and in March they became longer. How- 
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ever, since most of the seedlings did not grow for more than three 
weeks, this difference in length of day at the beginning as compared 
with the end of the experiment could not have had much influence on 
the responses. 

In the few tests that have been made during the months with 
longer days, in which the sunlight was also more intense, lower shoot 
to root ratios were obtained. This is to be noted to some extent by a 
comparison of the results shown in tables III, IV, VII, and VIII. 
Although the experiments were carried on during corresponding 
spring and fall months of the year, in the October experiment the 
weather was cloudy about half of the time; whereas during the 
March experiment there was a larger proportion of hours of sun- 
shine. In some experiments conducted during November and the 
early part of December, it was noted that the shoot to root ratios 
were considerably higher than in the October experiment and much 
higher than in the March experiment. 


EXPERIMENT I, OCTOBER 1925 


Two sets of cultures were prepared in the manner described for 
seedlings grown in darkness. One set was given the solution lacking 
nitrates and the other the solution containing nitrates. The experi- 
ment was terminated when the seedlings had grown to maximum 
size, which was determined partially by the time of exhaustion of the 
food reserves, and partially by observing the time at which the 
shoots ceased growing. It was found that different kinds of seed- 
lings require different periods of time to reach maximum size. The 
seedlings of the grass family, especially the low-protein types, at- 
tained their development in the shortest time. The cultures receiv- 
ing nitrates were always harvested on the same day as the corre- 
sponding cultures not receiving extra nitrogen. 

The temperature of the greenhouse was kept at 21°—22° C. during 
most of each 24-hour period, but on sunshiny days there was a rise 
during the middle of the day. All seedlings in each of the two sets 
of cultures were grown under the same external conditions, so such 
differences as are noted in the responses must be due to differences 
in the nature and amount of the food reserves and to the hereditary 
factors. 
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rt. Seedlings grown without extra nitrogen 


Table III gives the quantitative results of this experiment, and 
figs. 8-13 present illustrations of soy bean, cow pea, muskmelon, 
sunflower, and low- and high-protein corn seedlings. The ratios of 
the weights of shoots to roots were much lower than those of cor- 
responding seedlings grown in darkness; but in agreement with the 
results obtained in darkness, the higher protein types of seeds pro- 
duced seedlings with higher shoot to root ratios. The low-protein 
types, such as are found in the Gramineae, developed seedlings with 
the lowest shoot to root ratios. The high-protein, high-oil seeds 
yielded seedlings with the highest shoot to root ratios; and, as in the 
case of the experiments in darkness, seedlings of the Leguminosae 
were intermediate in their responses. 

All seedlings in this experiment had an extensive development of 
roots in proportion to the size of the shoots. Early in the growth of the 
seedlings starch began to accumulate in certain tissues. The greatest 
ability to store starch was noted in tomato, squash, and muskmelon 
seedlings. It was previously shown by Kraus and KRAYBILL (8), 
and later by others, that carbohydrates rapidly accumulate when 
nitrogen is a limiting factor for protein synthesis and growth. The 
non-nitrogenous carbon compounds accumulate in sunflower seed- 
lings in the form of oils, although considerable starch is also present. 
In seedlings of the grass family a relatively large amount of the 
carbohydrate material appears to be deposited in the cell walls. 
All tissues of these seedlings undergo rapid differentiation, and the 
cell walls of the strengthening tissues rapidly increase in thickness. 
The tissues are physiologically old when the seedlings have grown 
for only two or three weeks, and the lower the nitrogen content of 
the seed the more rapid the maturing and eventual senescence of 
the tissues. 

After emerging into the light, the cotyledons and leaves as they 
grew developed an intense green color. In some cases the color was 
of a darker and somewhat bluer green than that observed in the 
plants receiving nitrates. During the latter part of the growth 
period the color gradually became less intense and developed more 
of a yellowish tinge. These results as to amount of chlorophyll in 
leaves and cotyledons of seedlings receiving and not receiving nitrates 
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agree with those reported by DEUBER (4) for soy bean seedlings. 
Some of the seedlings had traces of red color in the leaves. Definite 
changes in pigmentation developed during the growth of the corn 
seedlings. The leaves of the high-protein corn seedlings had no red 
color except traces in the midrib at the time of harvest. The low- 
protein corn seedlings, on the contrary, had much red in the leaves, 
were much less green, and especially were less bluish-green. The 
stems of both the high- and low-protein seedlings were very red. Al- 
though no red color developed in the wheat seedlings, there were 
similar differences in the amount and shade of green in the leaves 
of the high-protein (Marquis) and low-protein (Little Club) types. 


2. Seedlings grown with nitrates 


The data are presented in table IV. Most of the seedlings began 
to synthesize nitrates at an early stage of growth. This was especial- 
ly true of seedlings of the grass family. The leguminous types did not 
use nitrates rapidly. The composition of the nutrient solution may 
not have been so well adapted for the growth of seedlings of this 
family as for the other kinds grown. Also these seedlings may be 
more sensitive to light conditions than some oi the other types, and 
may require a greater amount of light to enable them to effect a 
rapid synthesis of nitrates into growth-promoting substances. In 
some other experiments performed during April and May, when 
light was of greater intensity and the days were longer, there was a 
much more rapid synthesis of nitrates by leguminous seedlings as 
indicated by growth. It may also be possible that, in the sterile 
cultures, the lack of nodules containing the nitrogen-fixing bacteria 
may have contributed somewhat in making these seedlings less 
efficient than the other types in the metabolism of nitrates. 

Table V summarizes the effects of the utilization of nitrates on 
the growth of various organs. There is a striking difference in the 
effect of nitrates on the growth of shoots and roots. Nitrates in- 
creased growth of shoots remarkably, whereas eleven of the nineteen 
types grown had the total green weight of roots very little affected, 
and of these eleven types, five varied less than 5 per cent from the 
weights of roots of seedlings not receiving nitrates, and in four types 
the roots weighed less when nitrates were present than when they 
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were not. It is true, however, that the roots of most of the seedlings 
receiving nitrates had somewhat more branching than those of the 
plants starved for nitrogen. The roots of most of the nitrated plants 
were shorter. The strengthening tissues of both roots and stems in 
most of the seedlings had somewhat less thickening of the cell walls, 
and the storage carbohydrates were in all cases less abundant than in 
the plants starved for nitrogen. The total increase due to the use of 
nitrates was greater for the high-protein, high-oil types of seedlings, 
but this was partially because these seedlings grew for a longer time. 
Of the three kinds of wheat grown, the starchy low-protein type 
(Little Club) made the greatest gain with the use of nitrates; and in 
the case of corn the starchy low-protein made a greater gain than 
the less starchy high-protein type. 

The influence of light on the growth of different parts of seedlings 
is shown in table VI. 


Effect of light on plants grown without extra nitrogen 


The total green weight increased in plants grown without 
nitrogen, especially in the high-protein forms. The low-protein 
starchy types gained only slightly. The green weights of stem plus 
petioles all decreased under the influence of light, and the decreases 
ranged from 3.1 per cent in the case of stems of cow pea seedlings to 
65.1 per cent in the case of stems of soy bean seedlings. There ap- 
peared to be no difference between the high- and low-protein types 
in the responses of stems and petioles to light. In all these experi- 
ments the leaf sheaths and petioles have been included with stem 
tissue, as they were considered to approach more nearly to stem 
than to leaf tissues in content and composition. The leaves and 
cotyledons gained in green weight in the light in most cases; how- 
ever, the leaves of the starchy low-protein seedlings decreased. This 
loss in weight amounted to 37.8 per cent for Little Club wheat and 
41.6 per cent for Illinois low-protein corn. In a general way it may 
be stated that the higher the nitrogen content of the seed, the greater 
the increase in green weight of leaves due to the influence of light. 
The leaves of leguminous seedlings were very responsive, and the 
growth of leaves of the high-protein, high-oil seedlings was remark- 
ably influenced by light. 
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One of the most noticeable effects of light is that of the strongly 
positive influence which it exerts on the growth of roots. The low- 
protein starchy types had this stimulating effect of light on growth 
of roots much less than all other kinds of seedlings. The roots of 
starchy low-protein corn seedlings gained 6.6 per cent by the action 
of light, the roots of rye 75 per cent, and Little Club wheat 125 per 
cent. Light caused roots of leguminous seedlings to gain from 119 
to 282 per cent. The roots of the higher protein seedlings had much 
greater increases. The gains in weights of roots of high-protein, 
high-oil seedlings ranged from 602 to 780 per cent. 


Effect of light on plants receiving nitrates 


The total green weight was increased in the nitrated plants ex- 
posed to light as compared with those grown in darkness, with the 
exception of rice, in which there was no increase either in weight 
or in size. This feature of the behavior of rice has been pointed out 
previously. A peculiarity in the growth of the rice seedlings in dark- 
ness is that plants receiving and not receiving nitrates both had very 
much longer shoots than the corresponding plants grown in the 
light. Light caused an increase in growth of shoots (stems plus 
leaves) in most types of seedlings, and growth of roots was greatly 
increased in all of them. The gains in weights of roots ranged from 
155 per cent for Little Club wheat to 1750 per cent for tomato 
seedlings. 

EXPERIMENT Il, MARCH 5-26, 1926 

This experiment was conducted to determine the weekly incre- 
ments of growth made by various types of seedlings when receiving 
and not receiving nitrate nitrogen. In the previous experiment it had 
been found that different seedlings required different lengths of time 
to use the reserve nitrogen of the seed, and since the seedlings receiv- 
ing nitrates were harvested at the same time as seedlings starved for 
nitrogen, it was difficult to compare one type with another because 
of the different lengths of the period of growth. This experiment 
was planned to overcome this difficulty. This kind of an experiment, 
although better for studying the ability of various types of seedlings 
to utilize nitrates at different stages of germination and early growth, 
is not so good for comparing the ability of different types to grow 
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without extra nitrogen. When seedlings of the grass family were 
two weeks of age at this season of the year many of them had almost 
ceased growing, although they were still increasing slightly in 
weight. The higher protein types were still growing by the end of 
the third week and had not then attained maximum size. 


1. Seedlings not receiving nitrates 


The quantitative results are given in table VII. Illustrations of 
tomato and sunflower seedlings are shown in figs. 14, 16, 18, 20, 
22, 24, 26, and 28. The weight of shoots in proportion to that of 
roots tended to decrease week by week. The relative proportion of 
shoots to roots of seedlings grown from starchy seeds diminished 
conspicuously during the second week, but there was relatively little 
change during the third week. The same situation was found with 
the higher protein seedlings, with the exception of squash, which 
grew relatively slowly during the first week. As in the previous 
experiment, the high-protein seedlings had higher shoot to root 
ratios than the low-protein seedlings. With the exception of the 
high-protein barley (Dickinson, N.D.), the greatest gains in green 
weight were made by the roots of all types of seedlings during the 
second week. Shoots of seedlings of the grass family and of sun- 
flower grew most rapidly during the first week, and those of the 
leguminous type and squash and tomato during the second week. 


2. Seedlings receiving nitrates 


The quantitative results are shown in table VIII, and illustra- 
tions of tomato and sunflower seedlings in figs. 15, 17, 19, 21, 23, 
25, 27, and 29. The shoot to root ratios were higher in the cultures 
receiving nitrates than in those not receiving them during the entire 
period of growth, although in several instances the differences at the 
end of the first week were not appreciable. The ratios of shoots to 
roots of the nitrated plants tended to become progressively higher 
week by week, whereas those of the nitrogen-limited plants became 
progressively lower. With the exception of seedlings of the legumes, 
there were marked increases in length of shoots and decreases in length 
of roots with the use of nitrates. Most of the nitrated plants had 
more branching of the roots, and the leaves were longer and wider. 
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Both shoots and roots of all the types of seedlings made the greatest 
gains in green weight during the second week. At the end of the first 
week the nitrated seedlings of the grass family had greener leaves 
than the seedlings not receiving nitrogen. Oat seedlings were an 
exception in this respect. There was no difference in the greenness 
of the two sets of leaves in the three types of leguminous seedlings. 
This condition was correlated with little difference in size of the 
nitrated and un-nitrated cultures. There was very little difference 
in color of the cotyledons of tomato, squash, and sunflower seedlings 
of the two sets of cultures at the end of the first week. 

At the end of the second week the first leaves of seedlings of the 
grass family which were not receiving nitrates were beginning to die 
at the tips, and the general color of the leaves was a yellower green 
than that of the nitrated seedlings. With the exception of cow pea 
seedlings, in which there was no difference in color, the leguminous 
seedlings not receiving nitrates had greener leaves at the end of the 
second week. The cotyledons and leaves of sunflower and squash and 
the cotyledons of tomato seedlings not receiving nitrates were 
greener than those of plants receiving nitrates. 

At the end of the third week all plants receiving nitrates had 
greener leaves than those of the nitrogen-starved plants. 

It has been found in both the March (1925) and October (1926) 
experiments that seedlings of the grass family developed signs of 
starvation for nitrogen earlier than the higher protein types. Seed- 
lings from the latter type of seeds had the capacity to continue 
growth for a longer time. There also appeared to be a difference in 
the amount of green tissue produced per o.1 gm. of reserve nitrogen. 
The results of the October experiment are given in table IX, and of 
the March experiment in tables X and XI. The four types of high- 
protein, high-oil seedlings differ from all the others in this respect. 
Per unit of reserve nitrogen their total green weight is greater, and 
the difference in weight as compared with seedlings grown from the 
low-protein seeds is brought about by a greater growth of stems and 
leaves. There is no distinct difference in the weight of roots produced 
per unit of nitrogen by the different classes of seedlings. Just what is 
the cause or significance of this increased growth by the high-protein, 
high-oil seedlings cannot be stated. The high-protein, high-oil types 
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of seedlings also have much the greatest efficiency in the metabolism 
of inorganic nitrogen. 


Discussion 


The questions raised in the introduction will now be considered. 

1. What are the responses of seedlings having different amounts 
of reserve carbon and nitrogen when extra amounts of carbon and 
nitrogen are supplied externally? 

The relations of varying amounts of available carbon and 
nitrogen to the growth of shoots and roots of seedlings are much like 
those found with tomato cuttings. Seedlings grown from seeds hav- 
ing large carbon reserves in proportion to the nitrogen tend to have 
low shoot to root ratios when grown without an external source of 
nitrogen, and those grown from seeds having relatively large 
amounts of nitrogen have higher shoot to root ratios if the seedlings 
are grown in the light. If the seedlings are grown in darkness there 
appears to be a somewhat similar, although considerably less defi- 
nite, relation between the type of growth and the kind and amount 
of the food reserves. 

The quantitative differences in the growth of different organs of 
seedlings kept in the light appear to be more directly related to the 
amounts of available carbon and nitrogen than to genetical affilia- 
tions. Within the grass family, for example, we find variations in 
growth related to the amount of stored foods. The very starchy, 
low-protein types of wheat, barley, and corn have lower shoot to 
root ratios than the corresponding somewhat less starchy and higher 
protein types. The results obtained with the four kinds of seedlings 
grown from high-protein, high-oil seeds, representing three different 
families, also indicate that the responses are related to the types and 
quantities of reserve foods. 

When extra nitrogen is supplied, growth is in most cases slightly 
increased in darkness and is greatly increased in the light. The 
extra nitrogen favors growth of shoots more than that of roots. The 
roots of the nitrated seedlings are shorter. In no case was the in- 
crease with the use of nitrates in darkness equal to that obtained 
with the very high-carbohydrate tomato cuttings. It is supposed 
that this quantitative difference in the responses of seedlings as 
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compared with the cuttings resulted from the smaller amount of 
carbohydrate in proportion to the stored nitrogen in the seeds. 
Tomato stem cuttings may be produced which contain thirty-six 
parts of carbohydrates (starch, sugar, free-reducing substances) to 
one of nitrogen; whereas the starchy wheat grains have only about 
seven parts of carbohydrates to one of nitrogen. The carbohydrates 
may thus tend to become limiting factors in the growth of seedlings 
in darkness more quickly than they did in the growth of cuttings. 

2. Is fertilization with nitrogen advisable in the early growth 
of all types of seedlings, regardless of weather and light conditions 
and the nitrogen reserves of the seed? 

The results obtained in some experiments with seedlings grown 
at different seasons of the year show that, with the exception of rice 
seedlings, all the types can assimilate nitrate nitrogen into growth- 
promoting substances in the early phases of growth, if light condi- 
tions are favorable and permit of rapid and abundant synthesis of 
carbohydrates. On the other hand, if conditions are unfavorable for 
the synthesis of carbohydrates, the very high-nitrogen types of seed- 
lings may grow as well without as with nitrates in their early growth. 
Nitrates become beneficial after the seedlings have developed a 
photosynthesizing surface. The rate of nitrogen assimilation is close- 
ly correlated with the rate of synthesis of carbon compounds. This 
sort of response also agrees to some extent with results found with 
tomato cuttings. There it was noted that nitrates were toxic to 
cuttings having a very high-nitrogen but low-carbohydrate content 
when kept in darkness, and that nitrates were of no directly notice- 
able benefit in the light until more carbohydrates had accumulated 
by photosynthesis. 

3. Is the seedling with the larger reserve of carbon better able 
to live and thrive during prolonged periods of dull, cloudy weather 
during the early growth of the plant? 

4. Is the seedling with the larger amount of stored nitrogen at 
its disposal better able to withstand conditions of drought or of poor 
soil during the early phase of development when nitrogen from an 
outside source is unavailable or available in very limited amounts? 

There is some evidence that those seedlings endowed by the 
parent plant with an abundance of readily available carbon com- 
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pounds will make the most rapid growth at first. This is true, not 
only of those with a limited nitrogen supply, but also of those grown 
from higher-nitrogen, high-fat seeds in which there is a great 
abundance of sugar produced by a rapid hydrolysis of the fats. Sun- 
flower and tomato seedlings have this mode of behavior. These two 
types of seedlings and those of the grass family grew very rapidly 
during the first week. The results suggest that seedlings having an 
abundance of readily obtainable carbon reserves are better able to 
grow during cloudy weather in the early stages of growth. On the 
other hand, the seedlings having the larger stores of nitrogen are 
better able to grow and establish themselves in nitrogen-poor soil. 
They will tend to become deep-rooted under such conditions, and 
should be able to absorb a greater amount of nitrogen from the 
substrate because of the wider spread of roots. A period of abundant 
nitrogen and relatively small carbon supply in the early stages of 
growth tends to make leafy but shallow-rooted plants, which may 
not be so well adapted to obtain their needed amount of nitrogen 
and other minerals in their later development. 

KostnskI (7), who was probably the first to study this relation of 
nitrogen to the growth of different organs, found that nitrogen feed- 
ing restricts the growth of roots in length and favors that of the 
stem. GODLEWSKI, in whose laboratory part of KOSINSKI’s experi- 
ments were conducted (the work was begun in the botanical labora- 
tory at Jena), incidentally utilized some of his barley seedlings for 
proof of Kosryskt’s results. His observations (6) agreed with those 
of Kostnsk1, and showed besides that the presence of sugar favored 
the growth of roots in length. He states that: 
root growth was especially favored in comparison with shoot growth if the 
nitrogen-free solution contained sugar, probably because in the more abundant 
supply of carbohydrate material, the nitrogen-hunger was accentuated. It seems 
as if the plants, hungering for nitrogen, strive through the appropriation of the 
largest possible quantity of the materials available for growth of roots to make 
better use of the scanty nitrogen supply in the soil. 


In the same manner as GODLEWSKI has attempted to account 
for the favoring of growth of roots by a limited supply of nitrogen 
and an abundance of carbohydrates, one might explain the stimula- 
tion in growth of shoots (particularly of leaves that results when 
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nitrogen is abundant) as an effort on the part of the plant to expose 
a great amount of surface to the light so as better to provide for an 
increase in the products of photosynthesis. It seems more probable, 
however, that the differences in growth are due more directly to 
differences in the chemical conditions within the tissues rather than 
that they develop as purposeful adaptations. 

GODLEWSKI (5) observed that: 


the roots of etiolated plants are usually shorter than those of plants grown in 
the light, yet the difference is so small that on no account can the greater length 
of the hypocotyl of (plants grown in darkness) be compensated by the decrease 
in length of the roots. 


The effect of light on the growth of roots has been neglected by most 
of the investigators who have studied the characteristics of the 
etiolated plant in contrast with those of the plant grown in’the light. 
Perhaps the most conspicuous feature of the results reported here 
is that of the stimulating effect of light on root development. The 
light-favoring effect on growth of roots is most pronounced in the 
case of seedlings grown from high-protein seeds. Some of the low- 
protein types, as low-protein corn, produce root systems as large in 
darkness as in light when nitrogen is lacking in the nutrient medium. 
A similar response was noted with tomato cuttings. If they had a 
very large supply of carbohydrates and were not given extra nitro- 
gen, roots grew almost as well in darkness as in light. It thus seems 
probable that the light-favoring effect on the growth of roots is 
directly or indirectly connected with the synthesis of carbohydrates. 

These experiments have also demonstrated the well known fact 
that light has a limiting influence on growth in length of stems. 
Whether the growth-inhibiting effect is due indirectly to the 
synthesis and accumulation of carbohydrates, or to its effect on 
nitrogen and other forms of mineral metabolism, or to more directly 
stimulating effects on the protoplasm itself, has long been a much 
discussed question, and one for which a definite answer is still lack- 
ing. If seedlings having a supply of reserve carbohydrates are grown 
in light in an atmosphere lacking carbon dioxide, growth of the stem 
may equal that of a plant kept in the normal atmosphere under 
conditions that permit the rapid synthesis of carbohydrates. From 
this it has been concluded that the growth-limiting effects of light 
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on the stem cannot be directly due to the synthesis of carbohydrates. 
GODLEWSKT’s (5) experiments have shown that a greater quantity of 
dry matter may pass from the cotyledons into the hypocotyl, if seed- 
lings are grown in darkness than if grown in light in an atmosphere 
lacking carbon dioxide. He found that stems of 14-day old Phaseolus 
seedlings grown from seeds of the same weight contained 202 mg. 
of dry matter when grown in darkness, and 141 mg. of dry matter 
when grown in light in air lacking CO,. It may be concluded that 
the hypocotyls of etiolated plants are longer than those of plants 
grown in the light, partly because more of the food reserves are used 
in their growth, and also because they have a considerably higher 
water content. 

GODLEWSKI (5) also sought to determine whether the growth- 
limiting effects of light on the hypocotyl were exerted directly on it, 
or more indirectly through its influence in favoring the growth of the 
cotyledons. Using black paper cases, he darkened the cotyledons 
only of some etiolated Raphanus seedlings and the hypocotyls only 
in others. Similar seedlings were left uncovered and set out in 
normal atmosphere. He found that darkening the hypocotyl only 
caused a definite increase in its length; secondary to this, the cotyle- 
dons of the plants with the darkened hypocotyls were somewhat 
smaller than those of plants grown wholly in the light. Darkening 
the cotyledons only had a strong influence on their growth; they were 
larger than the cotyledons of completely etiolated plants. He stated, 
however, that the cotyledons became somewhat green at the base. 
It may be possible that the traces of light, which undoubtedly must 
have entered, caused a stimulation in growth of the cotyledons. 
BATALIN (1) presented some experimental evidence which showed 
that illumination of short duration exerts a remarkable influence on 
the growth of leaves. GODLEWSKI also has shown that illumination 
for a brief period favors the growth of cotyledons of Raphanus seed- 
lings. Later experiments of TRuMPr (15) have demonstrated similar 
results. 

The effects of light on the growth and development of different 
organs of seedlings will be discussed more fully in two following 
papers. Additional data will also be presented which help somewhat 
to indicate to what extent the influence of light on the growth of 
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different organs is due to the processes of assimilation and utilization 
of carbohydrates, and to what extent to the influence of light on 
metabolism and growth independently of carbohydrate synthesis. 


SUMMARY OF RESULTS OBTAINED WITH SEEDLINGS 
GROWN IN LIGHT 


1. Seedlings developed from seeds with high-nitrogen content, 
when grown with no external source of nitrogen, have a greater 
weight of shoots in proportion to that of roots than those which 
develop from seeds with low-nitrogen content. 

2. The weights of shoots in proportion to roots of seedlings grown 
in the light is lower than those of seedlings grown in darkness. The 
shift in the proportions is brought about especially by the shorter 
stems, and in most cases by much larger root systems of the seedlings 
grown in the light. 

3. The difference in the effect of light and darkness upon the 
weight of tops in proportion to roots is greater with seedlings from 
high-protein seeds grown without extra nitrogen than with seedlings 
grown from low-protein seeds. 

4. Light does not greatly favor growth of seedlings from low- 
protein starchy seeds unless extra nitrogen is supplied. The leaves 
of these plants are considerably smaller and even weigh less in the 
light. The roots of some of these seedlings gain considerably in the 
light, however. 

5. Light favors the assimilation of nitrates, especially by high- 
protein seedlings with relatively low carbon reserves. The assimila- 
tion of nitrates and utilization of the synthesized products favor the 
growth of shoots more than of roots. 

6. When the nitrogen supply is limited to the reserves in the 
seed, the shoot to root ratios tend to diminish after the first week, 
but if nitrogen is abundantly supplied, the ratio tends to increase 
continuously during the first three weeks of growth of seedlings in 
the light. 

7. The relative proportions of shoots to roots vary with the 
season of the year. In the long-day months the ratio is relatively 
low and in the short-day months it is higher. 

8. Light favors the process of secondary thickening in the roots 
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and stems of dicotyledons, and of thickening of cell walls in all 
types of seedlings. 


General summary 


1. Growth of the seedling is influenced by the nature and relative 
amounts of the food reserves of the seed, as well as by differences in 
the external environment such as light and darkness, and the 
presence and absence of nitrates in the nutrient solution. When the 
seedlings are grown without nitrogen from an outside source the 
following responses have been found: (a) Seeds having a high-ni- 
trogen and relatively low-carbon content produce seedlings with a 
large top in proportion to the roots. (b) Seeds having a low-ni- 
trogen and high-carbon content produce seedlings with a relatively 
small top in proportion to the size and weight of the roots. (c) Seeds 
intermediate in the proportions of their reserves of carbon and 
nitrogen produce seedlings with intermediate proportions of shoots 
to roots. 

The following table illustrates the nature of the results: 


TABLE XII 
WEIGHT IN GRAMS OF SHOOTS AND ROOTS PER PLANT 


LicutT DARKNESS 


RESERVE FOODS 
peti- |Leaves| Roots | Stems |Leaves|} Roots 


: : Moderately high nitrogen 
High-protein corn. . Moderately high starch 


; Low nitrogen . ; 
Low-protein corn... "High starch 0 .298)/0.336/0.800)0.715|0.575]0.750 


© .634/0.838|1 .540]0.774|0.696/0.686 


: Moderately high nitrogen 
White Marrow beans Moderately high starch 


High nitrogen 


.544|1.882/0.111/0.526 
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H 
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4 


) : gobo .6 .058|0.2 
(COWS obo. ede Moderately low starcl ©.677|0.420\0.go6|o.699|/0.05 37 
High nitrogen 5 - 
SunoOwebes 1 =o: ish e 0.643)0.607/0,757]0.855|0.105|0.105 


Very high nitrogen 5 
Muskmelon........ cianod 0.150\0. 


2210. 303/0.211|0.040]0.040 


2, Nitrates are synthesized into growth-promoting substances, 
both in light and in darkness, but much more rapidly in the light. 
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3. Nitrates favor the growth of shoots more than of roots. 

4. Light strongly favors the growth of roots. 

5. (a) Seedlings developed from high-protein seeds benefit most 
under the influence of light. The roots and leaves are larger, more 
numerous, and much heavier than in the case of seedlings grown in 
darkness. This applies to high-protein seedlings grown with and 
without extra nitrogen, but the effect is greater in the case of the 
latter. (b) Seedlings grown from low-protein seeds without extra 
nitrogen are influenced less by light as to weight of different organs. 
Leaves of the very low-protein types grow even less in light than in 
darkness. When extra nitrogen is supplied these seedlings also bene- 
fit by the influence of light. 

6. Seedlings with limited nitrogen supply undergo rapid differenti- 
ation and maturing of tissues in the light. The lower the nitrogen 
content of the seed the more rapid the process. 

7. Light favors secondary thickening in stems and roots and de- 
position of strengthening materials in the cell walls. 

8. The responses as to the effect of varying amounts of reserve 
carbon and nitrogen on growth of the seedling agree with results 
obtained with tomato cuttings having similar (although in some 
cases more extreme) variations in composition of the reserves. 


These investigations were conducted at Boyce Thompson 
Institute for Plant Research, in 1924-1926. I wish to express my 
appreciation to the Cereals Division of the United States Depart- 
ment of Agriculture for the samples of pure line Marquis wheat and 
Hannchen barley used in these experiments; also to the Department 
of Plant Genetics of the University of Illinois for the seeds of high- 
and low-protein corn. 
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EXPLANATION OF PLATES I-IV 
PLATE I 
Seedlings grown in darkness without nitrates: 
Fic. 1.—Soy bean. 
Fic. 2.—Cow pea. 
Fic. 3.—Muskmelon. 
Fic. 4.—Tomato. 
Fic. 5.—Sunflower. 
Fic. 6.—Illinois low-protein corn. 
Fic. 7.—Illinois high-protein corn. 


PLATE II 
Seedlings grown in light without nitrates: 
Fic. 8.—Soy bean. 
Fic. 9:—Cow pea. 
Fic. ro.—Muskmelon. 
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Fic. 11.—Sunflower. - 
Fic. 12.—Illinois low-protein corn. 
Fic. 13.—Illinois high-protein corn. 


PLATE UI 
Tomato seedlings grown in light: 
Fics. 14, 16, 18, and 20.—In nutrient medium lacking nitrogen at stages of 
growth at one, two, three, and four weeks respectively. 
Fics. 15,17, 19, and 21.—In nutrient medium containing nitrates at stages 
of growth of one, two, three, and four weeks respectively. 


PLATE IV 
Sunflower seedlings grown in light: 
Fics. 22, 24, 26, and 28.—In nutrient medium lacking nitrogen at stages of 
growth of one, two, three, and four weeks respectively. 
Fics. 23, 25, 27, and 29.—In nutrient medium containing nitrates at stages 
of growth of one, two, three, and four weeks respectively. 
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ORIGIN OF ADVENTITIOUS ROOTS IN 
COLEUS CUTTINGS: 


MARGERY C. CARLSON 
(WITH PLATES V, VI) 
Introduction 


In connection with some microchemical work on the rooting of 
Coleus cuttings, it was necessary to know the origin of their ad- 
ventitious roots. The extensive work of LEMAIRE (1) was concerned 
with the origin of naturally occurring endogenous adventitious roots 
in the hypocotyls, stolons, and rhizomes of many herbaceous 
dicotyledons. He grouped the plants studied into the following four 
classes, of which the first is most common: (1) all tissues of the root 
originating in the pericycle of the stem; (2) the central cylinder of the 
root coming from the pericycle, and the other regions from the 
endodermis and inner cortex of the stem; (3) all tissues of the root 
coming from the ‘‘subphloem meristem”’ (cambium); (4) the central 
cylinder of the root formed by the cambium, and the other tissues 
by the pericycle of the stem. 

Van TrEGHEM and DoutrtotT (5) added to their investigation of 
the origin of secondary roots a reinvestigation of the problem of the 
origin of natural adventitious roots in stems, chiefly hypocotyls and 
rhizomes. They came to the conclusion that endogenous roots arise 
entirely from the pericycle, except in older portions of stems where 
the pericycle has lost its “root-forming character.” They define the 
pericycle as the layer, or layers, between the endodermis and the 
external phloem of a fibrovascular bundle, continuous across the 
medullary rays, but not distinguished on the inside from the medul- 
lary ray. 

If the pericycle is simple, an arc of cells elongates radially and 
divides by tangential walls. The internal layer becomes the central 
cylinder of the new root. A tangential division of the external layer 

t Contributions from the Boyce Thompson Institute for Plant Research, Inc., 
Yonkers, N.Y., published at the expense of the Institute out of the order determined 
by the date of receipt of the manuscript. 


39 


40 THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


separates the cortex (internal) from the epidermis (external). The 
cells of the epidermal layer surrounding the tip of the root divide 
again to form the root cap. If the pericycle is compound, it is usually 
its external layer which produces the epidermis, cortex, and central 
cylinder of the root. The other layers produce only the internal 
region of the central cylinder. When the root arises after the peri- 
cycle has lost its ““root-forming”’ property, it may originate in the 
external primary phloem parenchyma, the internal primary phloem 
parenchyma, or the secondary phloem parenchyma. 

Some recent work has dealt with the origin of adventitious roots 
in cuttings. SmirH (2), using cuttings of Coleus blumei, reports that 
“the first recognizable sign of the development of an adventitious 
root is the appearance in the cambium of a nest of highly meriste- 
matic cells.” VAN DER LEK (4) described “root germs,” present in 
young branches of Ribes nigrum, Salix, and Populus, as being “in 
connection with the cambium”’ as a “continuation of a medullary 
ray.’ SWINGLE (3) finds ‘root germs” initiated in the cambium ring 
of apple stems which produce burrknots. 


Materials and methods 


The work here reported was restricted to a study of the origin 
and development of adventitious roots arising between the fibro- 
vascular bundles in young stem cuttings of Coleus blumei. 

The cuttings, 2-6 inches long, were made from the tips of 
branches of Coleus plants and placed with their cut ends in water or 
in sand. The cuts were usually made through the internodes. The 
basal portions of these cuttings were removed and preserved at 
intervals beginning with the third day. These pieces of stems were 
fixed in formalin-acetic-alcohol and imbedded in paraffin. Sections, 
both transverse and longitudinal, were cut 12-15 uw in thickness and 
stained with safranin and gentian violet. In all cases serial sections 
were studied, and the median section of the primordium or young 
root was used for the figures. 

In this paper the terms “origin” or “‘initial’’? will be used to 
indicate the cell, or group of cells, which by division initiate an ad- 
ventitious root; “root primordium” to mean the group of meriste- 
matic cells from the time of earliest divisions of the “origin” to the 
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time of differentiation into well marked regions characterizing a 
young root. 
Observations 

The structure of the stem of C. blumei has been described by 
SMITH (2). The arrangement and differentiation of the tissues in the 
stems used in this work are shown in figs. 1, 3, and 5. The outer 
cortex at the stages shown has not yet developed into collenchyma. 
The endodermis is a somewhat regular layer of cells, usually smaller 
than the typical cortical parenchyma cells, and is easily detected be- 
cause of the presence of large, compound starch grains (fig. 4). The 
pericycle consists of a single layer of cells just inside the endodermis. 
In stems older than those used for this study the pericycle opposite 
the vascular bundles differentiates into sclerenchyma. 

Four large fibrovascular bundles occupy the angles of the stem. 
One or two smaller bundles lie between each two contiguous corner 
bundles (fig. 7). Isolated groups of primary phloem cells occur be- 
tween the bundles. Such groups are seen in figs. 1 and 3. The layer 
of pericycle cells lies just outside these groups of cells. 

A continuous cylinder of cambium was well developed in all 
the stems studied. In some cases the cambial cells had just begun 
to divide to form secondary xylem and phloem (fig. 7), but more 
commonly three to five layers of secondary xylem and one or two 
layers of secondary phloem were already present (figs. 1, 3, and 5). 
The interfascicular cambium arises one or two layers inside of the 
pericycle. There are, therefore, one or two layers of parenchyma- 
tous cells between the pericycle and the interfascicular cambium. 

SmitH (2) finds that ‘‘the first roots appear in four ranks, cor- 
responding to the four vascular strands. This arrangement may be 
obscured later by roots which arise irregularly in between.” As a 
tule, the findings reported in this paper are in agreement with 
SMITH’s observations. 

Table I shows the age and position of root primordia and ad- 
ventitious roots in seven cuttings chosen at random. The roots are 
numbered in the order of their appearance. The oldest root, that is, 
the first to appear, is numbered 1; the next younger, 2, etc. The 
numbers are arranged in columns with respect to the position of the 
roots in the stem from the cut surface upward; the lowest number 
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in a column therefore represents the lowest root in the stem, and so 
on. The letters following the numbers indicate the position of the 
adventitious roots with respect to the fibrovascular bundles. “C”’ 
indicates that the root appears opposite a large corner bundle; 
“EC,” at the edge of a corner bundle; “L,”’ opposite a lateral bundle; 


“B,” between two bundles. 
TABLE I 


ORDER OF APPEARANCE AND POSITION OF ROOTS AND ROOT 
PRIMORDIA IN SEVEN COLEUS CUTTINGS 


(EXPLANATION IN TEXT) 


CUTTING NUMBER 


I II Ill IV Vv VI Vil 
r-C tC. 3-EC re 1—C 1-B 3-C 
DAC s=3C 2-HC DAC S=KC 6-L 5-B 
3-L 3-B tC BAe 2-B 6-B 2-EC 
4-C 2—C 4-EC 1-C 3-C 7-L 3-C 
6-EC 4-C 1—C 4-B 4-C 2—-C 1-C 
sae 7-L B= 

2-C 6-B 

4—C 7-B 

8-B 6-B 

gage 5-B 
Zac 4-EC 

sais 

10-B 

6-B 

10-B 

6-B 

10o-B 

7-B 

8-B 

9-B 

10-B 


In general, the first four or five roots arose opposite corner bun- 
dles, while later roots arose opposite lateral bundles or between 
them. An exception was found in four of the cuttings examined. In 
cutting VI the first root arose between the bundles; in cutting V, the 
second; in cutting III, the third; and in cutting IV, the fourth. 

There was no regularity in the appearance of the roots with 
respect to the cut surface. Sometimes the first roots arose nearest 
the cut surface (table I, cuttings III and IV), and sometimes 
farthest from the cut surface (cuttings I, II, IV, V, VI, and VII). 
All roots appeared within a distance of 2-3 mm. from the base of 
the cuttings. 
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The first evidence of adventitious root formation is an accumu- 
lation of protoplasm and an increase in the size of the nucleus and 
of the nucleole in one cell or in several adjacent cells of the pericycle. 
The enlarged nucleus takes a central position. The cell or cells then 
divide. 

Fig. 1 shows three neighboring pericyclic cells which have divid- 
ed, thus initiating an adventitious root. The cell on the left divided 
tangentially, and then the inner daughter cell divided tangentially. 
The middle cell of the group divided by a tangential wall; its inner 
daughter cell divided by a tangential wall and then the outer grand- 
daughter cell divided slightly obliquely. The first division of the 
cell on the right of the group was also tangential. 

In fig. 2 a pericyclic cell has divided either tangentially or 
radially, and its daughter cells either radially or tangentially. The 
cell on its left has divided into two very unequal daughter cells by 
an oblique wall in the upper corner. Several adjoining pericyclic 
cells on the right have each divided tangentially. 

From a study of serial sections of the primordium shown in fig. 
3, 1t was evident that the first division of the initial pericyclic cell 
was radial. Each daughter cell then divided tangentially into two 
unequal cells, the inner one being larger than the outer. The inner 
left cell must have divided transversely and one of its daughter cells 
then radially, the other obliquely. Only the cell with the oblique wall 
shows in the figure. Divisions had proceeded further in the two 
outer granddaughter cells. The one on the right divided transversely 
and its upper daughter cell radially into two unequal cells. 

In other cases studied the division of the cells of the root origin 
was radial, or occasionally oblique, but usually the division was 
tangential. The divisions of the daughter cells may be tangential, 
transverse, or radial. LEMAIRE (1) and VAN TreGHEeM and DouLioT 
(5) found that the initial cells of a primordium always divided 
tangentially, and that the external layer of daughter cells always 
divided again tangentially, thereby making three layers of cells 
which developed into the three regions of the young root. In the 
work herewith reported no such regularity in development was 


found. 
Cell divisions continue without much enlargement of the daughter 


cells before their divisions, until the space occupied by the original 
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one (or several) active pericyclic cells is filled by a large number of 
small, more or less cubical, meristematic cells (figs. 5-7). 

Pericyclic cells adjacent to the initial and parenchymatous cells 
toward the inside of the initials (fig. 5) begin to divide and become a 
part of the root primordium. The history of the divisions of these 
cells is similar to that of the initial cells. In fig. 11, for example, the 
cell on the extreme left of the primordium has divided either tan- 
gentially and its daughter cells radially, or radially and its daughter 
cells tangentially. The cell lying next to it toward the right has 
divided tangentially; its daughter cells have divided tangentially. 
The two inner granddaughter cells divided radially. The cell to the 
right of the median cell in the primordium shown in fig. 12 has prob- 
ably divided first radially, then each of its daughter cells tangential- 
ly, and each of the granddaughter cells again tangentially, forming 
two regular radial rows of four cells each. 

Further development of the primordium consists in continued 
cell divisions, enlargement of the cells, and the addition of other 
neighboring cells (figs. 8-12). It is impossible to trace the order of 
cell divisions in the older primordia. The cells which resulted from 
the division of the median initial cell begin first to enlarge (fig. 9). 
The cells from adjacent initial cells follow, and as enlargement of 
the cells proceeds the primordium bulges toward the outside (figs. 
g-12). The cells of the endodermis divide radially to allow for the 
push from the developing primordium (figs. 9, 12). 

Figs. 7 and 8 show the position of the root primordia in relation 
to the lateral fibrovascular bundles. The pericycle can be followed 
outside the primary phloem of the bundle. The interfascicular cam- 
bium is continuous with the cambium of the bundle. It is evident 
that the cambium has taken no part in the formation of the pri- 
mordium. Several rows of undivided cells lie between the young 
primordium and the cambium. 

The position of the young primordia in relation to the groups of 
primary phloem cells is best seen in fig. 3. 

There is no evidence of differentiation into the epidermis, root 
cap, cortex, and central cylinder of a root in any of the stages of de- 
velopment previous to that shown in fig. 12. All of the cells of the 
primordium seem to be equally capable of division. Several nuclei 
in process of division can be seen in fig. 12. 
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Fig. 13 shows a root primordium which has become definitely 
hemispherical and has begun to differentiate into the tissues of a 
root. The single external layer of cells becomes the epidermis. Two 
or three layers of cells inside the epidermis become the cortex and 
the innermost region becomes the central cylinder. A slightly older 
root (fig. 14) shows the beginning of the root cap from the tangential 
division of the epidermal cells which surround the apex. 

The further development of the root has been adequately de- 
scribed by former investigators. Elongation proceeds by the division 
of cells in all parts of the young root, and by elongation of the cells 
of the central cylinder. The endodermis incloses the developing root 
for a short time, then breaks or dissolves. The cavity opposite the 
apex of the root (figs. 13, 14) indicates that the cells of the cortex are 
being dissolved before the growing root. Finally the tissues of the 
central cylinder differentiate, connection is made with the vascular 
system of the stem, and the root emerges. 


Summary 

1. Adventitious roots arising between the fibrovascular bundles 
from the bases of young cuttings of Coleus blumez originate in one 
to several adjacent cells of the pericycle. 

2. The first division of the initial cells of a root is usually 
tangential, but it may be radial, or even oblique. 

3. During the early stages of development the daughter cells 
divide without first increasing in size, so that a young primordium 
consisting of many cells may occupy the same space as the pericyclic 
cells from which it originated. 

4. The primordium enlarges and bulges into the cortex before 
differentiating into the tissues of a root. 

5. Subsequent development is precisely as described by the early 
investigators of the subject of root development. 


The writer wishes to express her appreciation to Dr. C. E. 
ALLEN, Department of Botany, University of Wisconsin, Madison, 
Wisconsin, for criticisms on the manuscript while in preparation. 
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EXPLANATION OF PLATES V, VI 


All figures are photomicrographs. The walls of the cells and the nuclei were 
traced with India ink, and the photographs then bleached. The plates were re- 
duced one-fourth. Figs. 1-12 are transverse sections of stem cuttings; figs. 13 
and 14 are longitudinal sections of stem cuttings. All sections of root pri- 
mordia except fig. 11 are median. 


PLATE V 
Fic. 1.—Transverse section of stem, showing very young root primordium: 
e, epidermis; c, cortex; en, endodermis; p, pericycle; pph, primary phloem; sph, 
secondary phloem; ca, cambium; sx, secondary xylem; #7, pith. 
Fic. 2.—Young root primordium. 


Fic. 3.—Young root primordium, showing its relation to group of primary ~ 


phloem cells. 

Fic. 4.—Young root primordium; starch grains in endodermis. 

Fic. 5.—Young root primordium, showing adjacent pericyclic cells and 
parenchymatous cells beginning to divide. 

Fic. 6.—Root primordium, later stage than fig. 5. 

Fic. 7.—Root primordium, showing its relation to lateral fibrovascular 
bundle. 

PLATE VI 

Fic. 8.—Root primordium, consisting of many cells, but occupying little 
more space than cells from which it originated. 

Fic. 9.—Root primordium, beginning to bulge into cortex; endodermal cells 
bordering primordium have divided; cambium has taken no part in production 
of primordium. 

Fics. ro-12.—Older primordia. 

Fic. 13.—Young root in which differentiation into epidermis, cortex, and 
central cylinder has begun; endodermis and part of cortex dissolved. 

Fic. 14.—Young root, later stage than fig. 13; root cap beginning to form. 
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GERMINATION AND VITALITY OF BIRCH SEEDS" 
Hizpa C. JosEPru 
(WITH FIVE FIGURES) 


Introduction 

In a recent paper, WEIss (13) has given his results with experi- 
ments on temperature and medium requirements for the germination 
of fresh and after-ripened seeds of Betula populifolia. He finds that 
the germination of B. populifolia is greatly improved when the seeds 
are stored in moist granulated peat at low temperature for about 
two months; that ro” C. is as effective as 5° C. or o° C. for this pur- 
pose; that germination percentage is increased by a treatment with 
an organic mercury disinfectant previous to stratification; and that 
such after-ripening at low temperatures results in a marked down- 
ward shift in the minimum temperature required for germination. 

In the work reported in this paper, the writer has extended 
studies of the same type to other species of Betula, and has also tried 
to determine whether seeds of the same species vary in their behavior 
when collected at different times of the season and when kept in 
different conditions of storage for a year or more. 


Material and methods 


The main studies have been with Betula lenta seeds, which were 
collected from trees in the forest of the Boyce Thompson Institute 
for Plant Research. September, October, and November collections 
were made from the same trees. Since the seeds of the October col- 
lection were superior to all others, they were used exclusively in the 
storage experiments. 

The seeds of Betula populifolia used in these experiments were 
also collected from the Institute’s forest, while B. papyrifera and 
B. lutea were commercial seeds, harvested and shipped by seed deal- 
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ers in October, 1926. All seeds were freed from wings by treatment 
in a Hobart mixer before being used. 

In making the germination tests, Petri dishes with three layers 
of filter paper were employed, except when another substratum is 
indicated. Two hundred seeds were placed in each dish. 

In the early determinations on the optimum conditions for after- 
ripening, that is, for the improvement of germination through tem- 
porary moist storage at cool temperatures, the seeds were mixed with 
moist acid granulated peat, neutralized granulated peat, or sand, 
and placed in large-mouthed bottles covered with cheesecloth. 


TABLE I 
CHANGE OF CONCENTRATION IN SOLUTIONS OF SULPHURIC ACID USED 
TO REGULATE MOISTURE CONTENT OF BETULA SEEDS 


SPECIFIC GRAVITY OF/SPECIFIC GRAVITY OF 
CON AN pipes cement FIRST SET OF SOLU- SECOND SET OF 
feoeeenmicn) EXPERIMENTS TIONS AT END OF SOLUTIONS AT END OF 
* FIRST 2 WEEKS SECOND 2 WEEKS 
Concentrated. . . 1.8300 1.8046 1.8181 
64.8 I. 5200 I.5050 I.5024 
55-9 I.4300 I.4029 1.4185 
43.4 I. 3300 I. 3042 1.3200 
30.4 T2284. T2021 I. 2092 
18.4 1. ©2r0 I .0334 1.1890 


In the later studies the seeds were after-ripened in lots of 200 on 
filter papers in Petri dishes. This latter method proved just as effec- 
tive and more practical for these studies, since the after-ripened 
seeds could then be used in germination tests without previous trans- 
fer from the bottles to Petri dishes. 

The moisture determinations were made by drying non-macer- 
ated seeds to constant weight at 103° C. When seeds were prepared 
for dry storage at various moisture contents, the samples were 
brought to water vapor equilibrium with a given concentration of 
sulphuric acid in a desiccator, which was provided with a stirrer for 
both the air and the sulphuric acid solution. The solutions were 
changed every two weeks. The changes in specific gravity of the 
sulphuric acid solutions that occurred during the first two periods 
are given in table I. 


After eight weeks of storage over H,SO, solutions, the seeds had 
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reached water equilibrium with the solutions. At this time one series 
of samples was taken out to determine the moisture content of the 
different lots of seeds; a second series was taken out for the purpose 
of germination tests; the third and largest amount of material was 
placed in small bottles, sealed air-tight, and stored under the follow- 
ing conditions: at room temperature, in an ice chest at about 8° Ge 
and in a room varying in temperature from —15° to —8° C. A dif- 
ferent method of storage was employed with seeds that had been 
exposed to humidified atmospheres over sulphuric acid solutions of 
concentrations lower than 55.9 per cent. Here the seeds were sus- 


TABLE II 


WEIGHT AND MOISTURE CONTENT OF VARIOUS COLLECTIONS OF BETULA 
SEEDS AS DETERMINED IMMEDIATELY AFTER HARVEST OR AFTER 
ARRIVAL OF SHIPMENT 


‘Wenetine WEIGHT OF 1000 Moisture 
Coutecrtoy | ee ae 
AIR-DRY (GM:) | Weicur (GM.) DRY WEIGHT 
Betula lenta, collection A and B, Septem- 
| Ya THOM TOG tc ap beciix ies ciate aa ae Ree ee ©. 7300 0.6730 Tas al 
Betula lenta, collection, October, 1926..... 0.5471 0.5084 7.09 
Betula lenta, collection, November, 1920... 0.4863 ©.4570 6.04 
Betula populifolia, collection, October, 1926 0.0920 0.0853 730 
Betula papyrifera, commercial collection, 
TO 2 Wi Meee A een is seusgchoers te ache wo phe na ain ends 0.2740 0.2502 8.70 


pended in a wire basket from the cover of a tightly closed museum 
jar over the different solutions, and stored in this way at room tem- 
perature and in an ice chest. In the low temperature room all seeds 
were stored in tightly sealed bottles. The total number of seeds of 
the various species and collections used in these studies approximates 


one million. 
Experimental results 


I. EXPERIMENTS WITH NEW SEEDS 


It is common practice among gardeners and nurserymen to keep 
freshly harvested seeds on drying racks for a short time before they 
are planted. This is done mainly to avoid molding and fermentation 
in seeds surrounded by a fleshy pulp; but there are also cases in 
which a period of drying is directly beneficial to the germination 
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quality of the seed material. Wheat and other grains, especially if 
they have ripened during a rainy season, are improved by a period 
of dry storage. 

It seemed to be of interest to determine whether such an im- 
provement of germination quality could also be obtained in Betula 
seeds, and whether it could be obtained in seeds picked at the begin- 
ning of the harvesting season as well as in those picked at the end. 
Table II shows that the percentage of hygroscopic moisture of the 
seeds decreases with the advancing season, and that the weight for 
tooo seeds is lower in the later collections. 


TABLE III 


GERMINATION OF FRESHLY HARVESTED BETULA LENTA SEEDS 
IMMEDIATELY AFTER HARVEST 


7 =NTA (e) 
No. USED PERCENTAGE GERMINATION AT 


DESCRIPTION OF MATERIAL IN EACH 
ESE z5°'C: 20° C. ae” GC. ay tan Oe 


Collection A, September, 1926, from 


PTEEMICACKING area eerste ere oenree 500 fo) 5 @ 7 
Collection B, September, 1926, from 

ON ORAS. sob ese p couenoo: 500 ° 2.5 5 Gah 
Collection, October) 1920... ... 4.4" 200 ° ° ° 17 
Collection, November, 1926........ 200 ° ° I 2 


The September collection was taken from closed catkins which 
were dried in the laboratory to induce shedding of the seeds. The 
October and November collections were taken from catkins that had 
already opened on the trees. The November collection had also been 
exposed to some freezing on the trees. The data in tables III and 
IV show that the germination quality is improved considerably in 
all the different collections through one month of dry storage at 
laboratory temperature. This improvement, therefore, must be due 
to changes in the seed different from those which are produced by 
nature through variations in humidity, temperature, and ventilation 
during the period in which the seed hangs on the tree. 

Since acids have been found to have a favorable influence upon 
the germination of some seeds, it was thought possible that an acid 
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substratum for freshly harvested seeds might substitute for the 
beneficial effects of dry storage. Table V shows the negative results 


TABLE IV 


GERMINATION OF BETULA SEEDS AFTER ONE MONTH OF 
DRY STORAGE IN LABORATORY 


PERCENTAGE GERMINATION AT 
No. USED 
DESCRIPTION OF MATERIAL IN EACH 
TEST Rae Alterna- 
natal OF, 20°C; a Or BeuG. tion of 
15°-34°C. 
B. lenta, collection A, September, 

TOES No A OO ae 200 ° ° ° 17 48 
B. lenta, collection October, 1926..| 400 ° ° ° 41 46 
B. lenta, collection November, 1926| 200 fo) fe) ° II 39 
B. papyrifera, commercial collec- 

HURTS Ores ieee. toe: 600 ° 9 67 80.5 81 
B. populifolia, collection October, 

ODO cee ae aS anes ete kee, 200 ° Dy 51 60 58 
B. lutea,commercial collection,1926| 400 ° 2 a 8 15 

TABLE V 
INDIFFERENCE OF FRESH BETULA LENTA SEEDS TO ACIDITY OF SUBSTRATUM 
T, PERCENTAGE GERMINATION AT 
2 No. USED) 
Nigel Ory IN EACH SUBSTRATUM 
% TEST 0 ° on ° 
rsa. 20° C, pre. Ee hia, Oy 
“ : 500 | Filter paper ° ° fo) 4.6 
Collection A, Septem- =) : 
ber, 1926 eee Sg Peat pH 4.6 fe 5:4 4 : 
tkins 500 | Peat, neutral with fo) i ° 5.8 
(Gaydtabitse, 5 ae ero Ce expise CaCO; 
: 5 Filter paper ° I ° 5 
ollection B, Septem- See 
: ber, 1920 oe BOO Peat pH 4.6 : 2 3 5 3+5 
ae oz fee 500 | Peat,neutralwith| o re) 4 5 
rowncatkins..... excess CaO, 
. 200 | Filter paper fo) fo) I 17 
oe October, 200 | Peat, neutral with ° ° ° 2 
0) 0 excess CaCO, 


obtained with tests arranged for this purpose. Except for a probable 
slight improving of germination on acid peat at 20° C. of the earliest 
collection of B. lenta, there is no noticeable effect that could be inter- 
preted as favorable influence of the organic acids of peat upon the 
germination quality of fresh seeds. 

Similar tests were conducted to determine whether a favorable 
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effect produced by light, or by increased or reduced oxygen pressure, 
could be observed, but the seeds were not sensitive to considerable 
variations in intensity of these factors. A short time later the same 
experiments were repeated with laboratory-stored seeds with the 
same negative results. 

A decrease of germination percentage occurred in laboratory- 
stored seeds of B. lenta after sterilization with 0.25 per cent uspulun, 
as shown in table VI. 

Although laboratory-stored seeds germinate well at high temper- 
atures, as 32° C. and at alternation of 15-32° C., they do not germi- 


TABLE VI 
EFFECT OF STERILIZATION WITH USPULUN (0.25 PER CENT FOR ONE- 
HALF HOUR) UPON GERMINATION OF LABORATORY-STORED SEEDS 
OF BETULA LENTA; 200 SEEDS IN EACH TEST 


GERMINATION AT FAVORABLE TEMPERATURE 
DESCRIPTION OF MATERIAL 

ga. Alternation of 15°-32° C. 
f 68 

Collection October, 1926, sterilized... | 63 | Average 66.1 os Average 51.5 
68 

Collection October, 1926, not Fon 73 58 : 
ized Ameena ete ii ae kaos | 2 Average 76 ee Average 63.5 


nate to a considerable percentage at constant temperatures below 
32° C. By a suitable period of moist storage at cool temperatures 
this behavior can be changed. The seeds are “‘after-ripened”’ through 
this treatment, and afterward germinate better, not only at higher 
temperatures, but also at temperatures as low as 15° C. If kept in 
cool storage continuously they finally even germinate at o° C. All 
species studied react in a similar way, although B. papyrifera is the 
least dormant of the species studied; and the improvement in total 
germination percentage, as well as in enlarging of the temperature 
range favorable to germination, is therefore less pronounced. The 
seeds of B. lutea seemed to be of low vitality from the start, so that 
differences in behavior under various conditions were less noticeable 
for this species. 


Tables VII-X show the effect that various moist storage condi- 


———E 
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tions have upon the germination of Betula seeds at temperatures 
ranging from 15° to 32° C. Of the four different storage temperatures 
employed, o° and 5° C. proved to be very much superior to 10° Ce 
and to a constant frozen condition. This is shown by the high per- 
centage of germination obtained at low germination temperatures 


TABLE VII 
GERMINATION OF BETULA LENTA SEEDS, COLLECTION OCTOBER, 1926, AT DIFFERENT 
TEMPERATURES AFTER PREVIOUS PERIODS OF MOIST STORAGE AT VARIOUS LOW 
TEMPERATURES FOR DIFFERENT LENGTHS OF TIME; 400 SEEDS IN EACH TEST 


PERCENTAGE GERMINATION AT 
WEEKS IN 
T d TRIN 3 

EMPER wheat pale it elec a OF Moist Alter. 
STORAGE WAG, | Sep Cmll OCs Wl Res & ie 
go (0, 

Control (nomoiststorave). 0.0 ...e\)- se 10 fo) 2 33 67 

4 80 80 77 72 75 

eC | 6 85 72 82 75 81 

ab S beset Sc eer Eee 8 - os Br ae a 

| IO 82 79 Th 76 60 

4 83 75 ch 72 77 

oC 6 70 81 57 i2 Pl 

SAGE Soe ACen en Are eae 8 Le ae a a a 

Io 85 76 87 82 82 

4 7 22 24 58 78 

° 6 2 4 25 30 74 

Tg OMENS eee does Foe ws Aton 4 8 “ By an a ts 

se) 2 4 26 60 71 

In frozen condition at —15 to —8°C. { 4 fc) fe) 15 37 

(soaked in water for a few hours 6 fe) ° I 28 69 

at room temperature previous to 8 fo) ° DG: 72 

BLOLare) eter cece cache ain a rae Io ° 2 31 28 55 


after a period of moist storage at these temperatures. Seeds stored 
at 10° C. showed only a slight improvement of germination when 
transferred to the different germination chambers. For this reason 
10° C. cannot be termed a good temperature for after-ripening of the 
species studied here. This observation differs from that of WEISS 
(13), who found that for the after-ripening of B. populifolia a moist 
storage period at 10° is as effective as one at 5° or at o° C. Seeds 
stored below the freezing point failed completely to after-ripen. 
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When the samples were put into the cold chamber immediately after 
they had been placed on moist filter paper, so that no absorption of 
water could take place before the seeds were frozen, their quality 
was not altered at all when they were transferred into the germina- 
tion chambers. When the seeds were allowed to absorb some mois- 


TABLE VIII 
GERMINATION OF BETULA LENTA SEEDS, COLLECTION NOVEMBER, 1926, AT DIFFERENT 
TEMPERATURES AFTER PREVIOUS PERIODS OF MOIST STORAGE AT VARIOUS LOW 
TEMPERATURES FOR DIFFERENT LENGTHS OF TIME; 400 SEEDS IN EACH TEST 


PERCENTAGE GERMINATION AT 
WEEKS IN 
TEMPERATURE DURING PERIOD OF 
eens {Morse poe 
EG; "20; Ce |e a57@e | aac: ore 
40°: 
Controll(Momnoiststoraye) ere aes eee ae I ° 4 4 12 
4 45 22 13 6 17 
eC 6 36 41 28 ate) 15 
Clete eS 646 eo e'dle nee) s eh eee le neces pls’ 8 Experiment lost 
Io Experiment lost 
4 48 52 42 32 23 
Con Ost third tvs ae an eer ene a 2 Be 45 30 29 37 
8 49 50 48 37 35 
se) 80 50 48 32 38 
( 4 Se ieee 8 45 
Roy Ox Sites ie nen oe OM Ene td eae 23 32 a2 = 52 
8 46 30 4I 28 38 
10 20.) eat 4s sates 
In frozen conditionat — 15° to —8°C. 4 iB 8 6 3 38 
(soaked in water for a few hours 6 7 3 6 3 19 
at room temperature previous to 8 5 I 4 4 25 
Storage), 4 nate ae nace sie) 8 8 4 I 55 


ture, as in those samples recorded in tables VII-X, some injury 
could be noted in several samples. The amount of injury increased 
with the length of time the seeds were soaked at room temperature 
previous to freezing storage. An alternation of freezing and thawing 
killed samples of all three species. These results are not in agreement 
with those obtained by K1nzE1 (9) for various other seeds. He noted 
a beneficial effect of freezing and of an alternation between freezing 
and thawing. 


The length of the cool moist storage period does not seem to be 
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of great importance. Four weeks proved to be long enough to after- 
ripen seeds at a favorable storage temperature, and ten weeks did 
not seem to be too long for a favorable result. In all later experi- 
ments six weeks of storage at o° C. was selected as a suitable period 
for after-ripening. 

TABLE IX 


GERMINATION OF BETULA PAPYRIFERA SEEDS, COMMERCIAL COLLECTION 1926, AT 
DIFFERENT TEMPERATURES AFTER PREVIOUS PERIODS OF MOIST STORAGE AT 
VARIOUS LOW TEMPERATURES FOR DIFFERENT LENGTHS OF TIME; 400 SEEDS IN 


EACH TEST 
PERCENTAGE GERMINATION AT 
TEMPERATURE DURING PERIOD OF WEEKS IN 
MOIST STORAGE MOIST Alter- 
STORAGE. || T5"(C. |-20%C=)} 25°C. || 32°:C. Ofte 
Be aC. 
Controle moist storare)i24.. .5.+-\.--00-. oo: ° 9 12 reat || 307 
4 20 15 21 13 19 
oC. 6 24 22 25 19 41 
Pe oa hy ee 8 19.5 20 2 15 22 
10 20 20 23 20 19 
38 36 33 | 26 36 
°C 6 36 35 35 | 30 34 
Se Oo caine tr Ban ae ries. Ter 
8 49 44 4I | 44 45 
$e) 53 5° 49 | 39 50 
4 13 21 20 40 41 
on 6 19 25 20 33 52 
MO MO en eee faa cues inS cis aia.s | 8 A 8 s 58 ae 
sie) Not started, material partly 
infected 
Infrozen condition at —15° to —8°C. 4 ° 8 4 7 7 
(soaked in water for a few hours 6 ° I 6 7 7 
at room temperature previous to 8 ° 7 4 8 10 
SHOAL) pear e icc nent ia: 10 ° 6 3 7 8 


The superiority of the October collection of B. lenta seeds over 
the other collections of the same species, which had been noted in 
previous tests, became again noticeable when samples of the different 
collections were after-ripened and then germinated, as is shown in 
table XI. The conditions under which the October collection was 
harvested differed from those of the other collections in the following 
manner: the catkins containing the seeds were dry and partly 
opened, and a small quantity of the seeds had been shed, while the 
seeds of the September collection were taken from fresh catkins 
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which were still closed, and those of the November collection from 
dried catkins, from which the greater part of the seeds had been shed. 
The seeds of the November collection had also been exposed to sever- 
al nights of severe frost, while those of the October collection were 
harvested before frost had set in. According to this, the optimum 


TABLE X 


GERMINATION OF BETULA LUTEA SEEDS, COMMERCIAL COLLECTION 1920, AT DIFFERENT 
TEMPERATURES AFTER PREVIOUS PERIODS OF MOIST STORAGE AT VARIOUS LOW 
TEMPERATURES FOR DIFFERENT LENGTHS OF TIME; 400 SEEDS IN EACH TEST 


PERCENTAGE GERMINATION AT 
TEMPERATURE DURING PERIOD OF ee Alter- 
MOIST STORAGE STORAGE nation 
: aia Tse. |) 207 Ga ese ke Z2°'C ainees 
32° ic 
Control s(@nomnoististora ge) eer eee ere nee 2 fo) 5 5 12 
4 20 27 20 17 13 
ASE ee Cen ee ae Deere eoey ee Cag eh 
8 20 22 18 Il 17 
( ie) 14 19 2 7 ° 
4 5 Sie) II 12 17 
OR ene re ae ROE 4 ne as ees 
fo) 12 10 
Si) 10 II 7 0) 14 
4 5 5 7 8 16 
TOp Ones Went tee ee a Ae cee e 4 5 7 8 a0) 
8 AIS || dha 6 9 15 
aife) 4.5 8 9 II 12 
In frozen conditionat —15° to —8°C. 4 ° I 5 5 3 
(soaked in water for a few hours 6 2 I 4 6 Fi 
at room temperature previous to 8 I I 3 4 7 
SLOLA GE) Neer tt Seen ere ee 10 I 7 I 4 4 


time for harvesting B. lenta seeds seems to be after the catkins have 
dried on the tree, but before they have opened far enough for a 
considerable part of the seeds to be shed. 

All these experiments were conducted in the fall of 1926 and the 
spring of 1927, that is, during the first six months after harvest. 


2. EXPERIMENTS WITH STORED SEEDS 


In the fall of 1927 a new series of experiments was started for 
the purpose of determining the keeping quality of seeds from the 
same collections under various conditions. For these studies seeds 
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had been stored in open glass bottles at room temperature. They 
had also been kept, as previously described, with various amounts of 
hygroscopic moisture at room temperature, and in an ice chest with 
an average temperature of 8° C. 
TABLE XI 
GERMINATION OF DIFFERENT COLLECTIONS OF BETULA LENTA SEEDS AFTER- 


RIPENED FOR SIX WEEKS AT 0° (O52 EACH PERCENTAGE IS AVERAGE 
OF TWO TESTS OF 200 SEEDS EACH 


PERCENTAGE GERMINATION AT 


COLLECTION ters 
i yet Oye 20° C. Japa Or gon Cy nation of 
15°-32° C. 
Collection A, September, 1926...... 54 62 57 50 67 
Collection October, 1926..:........ 85 72 82 75 81 
Collection November, 1926......... 58 44 45 2 30 


TABLE XII 
GERMINATION OF BETULA SEEDS, STORED DRY AT LABORATORY TEMPERATURE FOR 
ONE AND ONE-HALF YEARS; SEEDS NOT AFTER-RIPENED; GERMINATION TESTS MADE 
IN SPRING OF 1928; EACH PERCENTAGE IS AVERAGE OF TWO TESTS OF 200 SEEDS 
EACH 


PERCENTAGE GERMINATION AT 


COLLECTION Alter- 
TSC. 20°C. 25°C. 32°C. | nation of 
15°=32° C. 


B. lenta, collection A, September, 1926, 


FLOM CTEM GALKING ete ae tiatieieseis fn =e ° ° ° 15 50 
B. lenta, collection B, September, 1926, 

BROT SLOW ICA biG S wae melee te set eter a = ° ° ° a 2 
B. lenta, collection October, 1926. ° ° 4 46 70 
B. lenta, collection November, 1920. . ° ° ° 3 16 
B. papyrifera, commercial collection 19 26. ° II 15 10 19 
B. lutea, commercial collection 1926...... ° 3 I 6 6 


The results of the first sets of experiments are given in tables 
XII and XIII, showing the germination quality of the seeds which 
had been stored air-dry at room temperature for one and one-half 
years. They had not been protected against changes in temperature 
and atmospheric humidity during the entire storage period. Stored 
seeds, just like newly harvested laboratory-dry seeds, germinated 
well at 32° C., or an alternation of 15°-32° C., but showed an im- 
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provement in germination percentage and a great fall in the mini- 
mum germination temperature after a period of after-ripening. In 
figs. 1-3 the percentage of germination of new and stored seeds of 
various species and collections is compared. It is interesting to note 
that of the three collections of B. lenta made in 1926, the first and 
second kept their vitality perfectly, while the last collection lost it 
somewhat. This collection had the poorest quality from the begin- 
ning. The reason for this low vitality and poor keeping quality may 
be due to the period of rainy weather and several nights of frost to 


TABLE XIII 
GERMINATION OF BETULA SEEDS, STORED DRY AT LABORATORY TEMPERATURE FOR 
ONE AND ONE-HALF YEARS, THEN AFTER-RIPENED FOR SIX WEEKS AT o C.; 
GERMINATION TESTS MADE IN SPRING OF 1928; EACH PERCENTAGE IS AVERAGE OF 
TWO TESTS OF 200 SEEDS EACH 


PERCENTAGE GERMINATION AT 


COLLECTION (Alter 
Teer 20° C, 257 ae 32°C. | nation of 
15°-32°C. 
B. lenta, collection A, September, 1926, 

HhicOhnal PATE CRMBlANME!, 5 4 pseu sooo ooo yon ae 52 5a 54 4I 54 
B. lenta, collection B, September, 1926, 

HOODY |VRONAN CMAMI 5 550 naone ane sneae 20* 18 19 15 17 
B. lenta, collection October, 1926......... 81 83 86 78 77 
B. lenta, collection November, 1926...... 44 34 33 16 25 
B. papyrifera, commercial collection 1926.. 2 19 17 IO 15 
B. lutea, commercial collection 1926...... 3 5 4 3 4 


* Some fungal infection in this collection. 


which these seeds had been exposed on the tree; or to the fact that 
the heavier and better developed seeds had dropped out of the cat- 
kins before this last collection was made. 

Of all the species studied, Betula papyrifera lost its vitality quick- 
est. In one year of storage the germination dropped from 81 to 19 
per cent at the optimum germination temperature. This is interest- 
ing in view of the fact that B. papyrifera has at the same time the 
least dormant seeds of the four species. The quality of B. populifolia 
seeds has improved in germination rather than decreased, while that 
of B. lutea is slightly lower. 

It has been stated that all freshly harvested seeds improved 
equally during the first month of dry storage in the laboratory, re- 
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gardless of the amount of hygroscopic moisture present in the seed 
at the time of harvest. When the storage period was lengthened, 


00% 
B. PAPYRIFERA,IST. YR. —@— SAME COLL.1 YR. LATER --@-- 
 POPULIFOLIA “" ** -—O— * * “ 0) BSE 
" LUTEA OS esi : ss : Oo 
90 acd y 
80. ~ 
70 
60. a aS 
ee O —- oO 
= 
= O 
ye 5 
50 Ve ats 
rN cae 
SS Ne Oi Oo 
{} 
aa — —- —— — 1 
23 en ao 
‘3, a nee 
—-——»- ae 
I5C 20C 25C 32°C [5= 32°C 
ALTERNATE 


Fic. 1.—Germination of unafter-ripened Betula seeds at various temperatures 
shortly after harvest and after one year of storage at room temperature. 


however, the amount of hygroscopic moisture contained in the vari- 
ous samples had a pronounced influence upon the changes going on 
in the seed during the storage period. Table XIV gives the water 
content expressed in percentage of dry weight of three species of 
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Betula as it was obtained by storage over CaO and different solutions 
OL ESO; 


1008/0 
B. LENTA,GOLL. SEPT. 1926,1ST. YR. — @—SAME COLL. | YR. LATER --@-- 
” DU te oct. on ” 1 — Os on . A sss 
” a ” NOV. uw a "“ —oO ae .” ” u == —— 
90 
80 
70 Va 
Zz 
/ 
60 V. 
ff 
i 
50 7 , 
pg y 
/ Y 
O 
40 / ; 
if 
30 / 
; / 
/ / 
/ di 
20 
/ we 
if val 5S PF 
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10 a ip o . 
Le a 
Yee a 
ee J Y pe a 
fom > eS eS Seabee 
SC 20C 25C 32°C 15° 32°C 
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Fic. 2.—Germination of different collections of unafter-ripened Betula lenta seeds 
at various temperatures shortly after harvest and after one year of storage at room 
temperature. 


The keeping quality of each sample from this series was deter- 
mined for two different storage temperatures, room temperature and 
ice box temperature, and the results obtained are tabulated in tables 
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r et T 7XT ml : 
XV, XVI, and XVII. There was also one series of samples stored in 
a frozen condition at a temperature varying from —1s° to —8° C, 


100 %o 
B.LENTA,COL.A SEPT. 1926 —@®— SAME COLL.! YR. LATER -~ @-- 
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Fic. 3.—Germination of Betula lutea and different collections of B. lenta seeds at 
various temperatures shortly after harvest and one year after harvest; all samples 
after-ripened for six weeks at 0° C. before being transferred to germination chamber. 


but since germination tests showed that most of the seeds stored at 
ice box temperature had not lost in vitality, this last set of samples 
was left unopened to be tested after a storage period of two years or 
more. The data in table XV show clearly that seeds of Betula lenta, 
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stored with a moisture content of 8.2 per cent or lower, keep perfect- 
ly well during the first year of storage at room temperature. With 


TABLE XIV 


AMOUNT OF HYGROSCOPIC MOISTURE IN BETULA SEEDS IN EQUILIBRIUM WITH 
VARIOUS CONCENTRATIONS OF H,SO, AND WITH QUICKLIME 


apa 
eI 8 8 5 HyGROSCOPIC MOISTURE IN PERCENTAGE DRY WEIGHT 
g°B 
nek 
DRYING AGENT fe g z 
ee 
ae 2 is B. lenta, October B.. papyrifera B. populifolia 
ga 
CaO rant oscar cones ° 0.01 0.6 0.4 
Concentrated H,SQ,.. fo) 0.6 ny; Ont 
64.8% RES ONG os acoo: ste) 4.4 4.8 ne 
ROO o occ k 25 Be ees 6.4 Weta 
(original moisture (original moisture 
content 7.09) content 7.36) 
AB MAC las Osan 50 8.2 8.7 8.5 
(original moisture 
content 8.7) 
30.4% H2SO, Mee ee: 75 11.8 Tih (6) ies 
Manly EEO S a ocaoc go 109 (0) Layee) TS 


TABLE XV 
GERMINATION OF BETULA LENTA SEEDS, COLLECTION OCTOBER, 1926, SEEDS OF VARI- 
OUS MOISTURE CONTENTS STORED AIR-TIGHT FOR ONE AND ONE-HALF YEARS AT 
ROOM TEMPERATURE AND IN ICE BOX; SEEDS NOT AFTER-RIPENED; 400 SEEDS IN 


EACH TEST 
PERCENTAGE GERMINATION AFTER PERCENTAGE GERMINATION 
Mots- STORAGE AT ROOM TEMPERATURE] AFTER STORAGE IN ICE CHEST 
DRYING AGENT ee 
eon oe i Alter- . Alter- 
15° C. | 20° C. | 32° C.| nation of | 15° C. | 20° C. | 32° C. | nation of 
15°-32°C. 15°-32°C. 
Ga Oe migcmpcak ean oh cals Gon | we 2 22/5 ECOnS. OM AAS ulna 74.5 
Concentrated H,SO,..| 0.6 ° Ay Opes eye ° ae fal Geka 
64.87% HES O}mere 4.4 ° 2 53-5| 84 ° 2 50 70 
55° 070 HaSOyn. n,n. oa | © o | 57 (Hare || wo 2 69 84 
AB tii IBIS Ong oa oo so 8.2 ° I Bo 76 So We 43 74 
G7 * 
30-476 TSO, eins it 3) fo) ° ° ° oO ||"0 70 77 
103) 5 oy IB SIOVE NS o.oo ac L710 fo) ° fe) ° Ome 2 5 


_  * Seeds kept for entire storage period over solutions with higher vapor pressure than that of laboratory 
air. 


j Original moisture content of B. lenta, collected October, 1926, 7.00. 


a moisture content of r1.8 per cent seeds do not keep in room temper- 
ature, but retain part of their viability at 8° C. With 17.6 per cent 


JOSEPH—BIRCH SEEDS 63 
of moisture seeds lose their vitality in low temperature storage as 
well as at room temperature. 


TABLE XVI 
GERMINATION OF BETULA POPULIFOLIA SEEDS, COLLECTION OCTOBER, 1926, OF VARI- 
OUS MOISTURE CONTENTS STORED AIR-TIGHT FOR ONE AND ONE-HALF YEARS AT 
ROOM TEMPERATURE AND IN ICE CHEST; SEEDS NOT AFTER-RIPENED}; 400 SEEDS IN 


EACH TEST 
PERCENTAGE GERMINATION AFTER PERCENTAGE GERMINATION 
Mox STORAGE AT ROOM TEMPERATURE] AFTER STORAGE IN ICE CHEST 
Mots- 
DRYING AGENT TURE 
CONTENT Alter- Alter- 
15° C. | 20° C. | 32° C. | nation of | 15° C. | 20° C. | 32° C. | nation of 
15°-32°C. 15°-32°C. 
(Ca Orr ee aecdns os 0.4 ° 26.5} 48.5] 43 OF | se7e5 WO.5) Gos 
@oncentrated ELSO,,. , || (o..0 ° 23 46 36 ° 8.5] 49.5] 44 
OAS ig le Od. emcee « Bae ° 23 73 68 ° TAS ya) Onis 
io 7 te: f 
55-979 H2S0,........ 7-21 | © | 38" | 63 47 || fess) Ce 64.5 
Ae Ao EULSOy es oa 8.5 oO.) ere) 3) 44) 43 Op | ea | GG? 7k 
Sai GIF 18 Bes (Oye eae meats ° fo) ° ° fo) OO a eiael| | Birt 
18.5% HsSO, 17.8 ° ° ° ° fe) 2 ols Ons 


' * Seeds kept for entire storage period over solutions with higher vapor pressure than that of laboratory 
air. 
{ Original moisture content of B. populifolia, 1926, 7.2. 


TABLE XVII 
GERMINATION OF BETULA PAPYRIFERA SEEDS OF VARIOUS MOISTURE CONTENTS STORED 
AIR-TIGHT FOR ONE AND ONE-HALF YEARS AT ROOM TEMPERATURE AND IN ICE 
CHEST; SEEDS NOT AFTER-RIPENED; 400 SEEDS IN EACH TEST 


PERCENTAGE GERMINATION AFTER PERCENTAGE GERMINATION 
STORAGE AT ROOM TEMPERATURE AFTER STORAGE IN ICE CHEST 
Mots- 
DRYING AGENT TURE 
CONTENT Alter- Alter- 
15° C. | 20° C. | 32° C. | nation of | 15° C. | 20° C. } 32° C. | nation of 
£5°—92"'C; 15°-32°C. 
(CAKOE ANE eee ete 0.6 ° ar Ones 69 nh | Sisal Yio) 77-5 
Concentrated H.SO,. 7) fo) 33 | 63.5 79 o | 63 By is|| vote Js 
(MiE SES OS ones 4.8 ° 12s) 32 49 Oiel.3/ 77 Who's 
Rin Oy Les Of oceoose: 6.4 ° 5 8 2 ° 78.5| 84 gl 
digs MU IS ASO an coe Sarat ° 3 os II fay il aia 81.5) 64 
Soy Ce IBS O) 3 te eee ean 16) ° o | o fo) 6 || 26 | 82.5) 80 
Ss OG DES OM rc on care spate, (6) fo) fo) ° fo) Abjfal| (0) On 


* Seeds kept for entire storage period over solutions with higher vapor pressure than that of laboratory 
air. 
+ Original moisture content of B. papyrifera, commercial collection 1926, 8.7. 


The behavior of B. populifolia is somewhat different from that of 
B. lenta, as is shown in table XVI. The keeping quality of B. popult- 
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folia was reduced by storage with a very low hygroscopic moisture, 
as well as by storage with a water content as high as that of freshly 
harvested seeds and higher. The optimum moisture content for stor- 
age at room temperature seems to be about 5.2 per cent. With seeds 
kept in the ice box, the importance of the water content decreases 
for B. populifolia in the same way that it does for B. lenia. 

A third type of reaction is obtained when seeds of B. papyrifera 
are stored with different amounts of hygroscopic moisture (table 
XVII). Seeds stored at room temperature keep well with greatly 
reduced moisture content only, lose a considerable amount of vitality 
when stored with the original moisture content of freshly harvested 
seeds, and die completely when stored with increased water content. 

The three types of keeping quality may be characterized briefly 
in the following way: 

Type 1 (B. lenta).—At ordinary room temperature seeds keep 
well with a moisture content ranging from o.o1 to 8.2 per cent (m.c. 
at time of harvest 7.9 per cent). With a m.c. higher than 8.2 per cent 
seeds keep only when stored at ice chest temperature. 

Type 2 (B. populifolia) —At ordinary room temperature seeds 
keep well only at the slightly reduced moisture content of about 5.2 
per cent (m.c. at time of harvest 7.2 per cent). With a m.c. reduced 
below or increased above 5.2 per cent seeds keep well only at ice 
chest temperature. 

Tyre 3 (B. papyrifera).—At ordinary room temperature seeds 
keep well only with a highly reduced moisture content of 0.6 or 0.7 
per cent (m.c. at time of harvest 8.7 per cent). With a m.c. above 
0.7 per cent seeds keep well only at ice chest temperature. 

At a moisture content of about 17.6 per cent all three types lose 
their vitality completely at room temperature, and almost complete- 
ly at ice chest temperature, within the first year of storage. A com- 
parison of germination obtained at the optimum germination tem- 
perature of 15°—32° C. alternation in all three species of Betula stored 
at various moisture contents in room temperature is given in the 
curves shown in fig. 4. Fig. 5 shows the modifying influence of a low 
storage temperature under otherwise similar conditions. 

It is of interest to note that although seeds containing a high 
amount of hygroscopic moisture keep comparatively well at a cool 
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storage temperature, they do not after-ripen, as is shown by the fact 


that no germination is obtained at 15°C. as is characteristic for 
l00%/e 
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Fic. 4.—Germination of Betula seeds after one year of storage at room temperature 
in hermetically sealed vessels in atmospheres of different humidities; germination at 
alternating temperatures, 15°-32° C. (eighteen hours a day at 15° and six hours a day 


aie (Ca) 
after-ripened seeds. To secure after-ripening at low temperatures a 
much higher moisture content of the seeds is required. 


Discussion 
In a discussion of the results obtained in these experiments, three 
facts call for special attention: (1) the behavior of freshly harvested 
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seeds as compared with laboratory-dry seeds; (2) the effect of moist 
cool storage upon the temperature requirements of germination; and 
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CaO H2S04 H.SO4 H2SO4 H2S04 H2S04. H,SO+ 
CONG. 64.8 Yo 55.9% 43.4% 30.4 %/o 18.5°%o 


Itc. 5.—Germination of Betula seeds after one year of storage in ice chest in her- 
metically sealed vessels in atmospheres of different humidities; germination at alternat- 
ing temperatures, 15°-32° C. (eighteen hours a day at 15° and six hoursa day at 32° C.). 


(3) the relation of moisture content to keeping quality in the differ- 
ent species studied. 

It has been shown that fresh seeds of B. lenta germinate very 
poorly immediately after harvest, but improve considerably in 
germination quality during one month of dry storage. Causes for 
this improvement may be due to internal changes as well as to an 
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alteration in seed coat characters. If the changes are internal, they 
must be different from those that could be produced through varia- 
tions in moisture content in the seed, or through the influence of frost 
and other weather conditions while the seeds are still attached to the 
tree, since different samples of seeds harvested at different times of 
the season and containing various amounts of hygroscopic moisture 
were all improved by one month of dry storage. Changes in the seed 
coat, such as an increase in permeability to water, oxygen, or carbon 
dioxide produced by a continuous drying at temperatures higher 
than those prevailing out-of-doors during the harvesting season, may 
also be responsible for the beneficial effect of dry storage. Unfortu- 
nately the small size of birch seeds and the tightness with which the 
coat fits around the embryo made it impossible to remove the coat 
of fresh seeds successfully in order to find out whether or not the 
fresh coat was responsible for the failure of the seeds to germinate. 

Many seeds require low temperature stratification to prepare 
them for germination. This is true of rosaceous seeds (1, 2, 5, 6, 
and 7), Tilia (11), Juniperus (10), Acer (8), Cornus, Sambucus, and 
Berberis (3, 4). In all of these high temperatures are ineffective in 
forcing germination previous to after-ripening in low temperature 
stratification. Betula species differ from this type in so far as they 
need a period of cool storage only to enable the seed to germinate at 
the lower temperatures, as 15° and 20° C. At temperatures such as 
32° C. and an alternation of 15°—32° C. the seeds germinate without 
previous treatment. When the samples are kept moist at after-ripen- 
ing temperatures, such as o°, 5°, or 10° C. for longer periods than 
those recorded in this paper, the seeds finally begin to germinate at 
the storage temperatures, those stored at 10° growing first, and those 
stored at o° C. beginning to grow only after 5-6 months. 

In this study it was found that the species which required cool 
storage for later germination at the lower temperatures proved most 
resistant when stored under various conditions, while the less ‘“dor- 
mant”’ species, B. papyrifera, lost its vitality much easier under un- 
favorable conditions of storage. A physiological or chemical basis 
for the relation of keeping quality to dormancy has not been worked 


out. 
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Conclusion 
I. GERMINATION 


1. Freshly harvested seeds of Betula lenta germinate poorly re- 
gardless of time of harvest, moisture content, and dry weight of the 
seeds at harvest time. The germination quality improves consider- 
ably during the first month of dry storage at laboratory temperature. 

2. The optimum germination temperature for air-dried seeds of 
B. lenta, B. papyrifera, B. lutea, and B. populifolia is 32° C. constant, 
or alternation between 15° and 32° C. 

3. The minimum germination temperature for dry-stored seeds 
is remarkably high, being about 30° for B. lenta, and about 20° C. 
for B. populifolia, B. papyrifera, and B. lutea. The dry-stored seeds 
have a narrow temperature range for germination. 

4. When air-dry or freshly harvested seeds of Betula are kept in 
an imbibed condition at low temperatures they after-ripen, or go 
through a series of changes that improves their germination at high 
temperatures and enables them to germinate at much lower temper- 
atures. The most favorable temperatures for after-ripening are o° to 
5° C., while 1o° is less favorable, and storage in a frozen condition is 
ineffective or even injurious. Four weeks of stratification at 0° or 5° 
puts the seeds into condition for excellent germination at 15° C. Six 
to eight weeks of stratification at these temperatures reduces the 
minimum germination temperature sufficiently to give good early 
spring germination in outdoor seed beds. Seeds stratified at 0° C. for 
5-6 months begin to germinate profusely even at this low tempera- 
ture. In short, the minimum germination temperature falls 20° 
30. C. with such treatment. 

5. Moist sand, granulated peat, or blotting or filter paper are 
equally effective as stratification media, so that the seeds are indif- 
ferent to a considerable range of acidity in the medium. 

6. Seeds of B. papyrifera are less dormant than are those of the 
other species studied. They also fall in vitality most rapidly in un- 
favorable storage condition. 

7. The falling of the germination minimum with low temperature 
stratification must be advantageous to the seeds in nature. The high 
germination minimum of the freshly shed or dry seeds will insure no 
germination in the fall. The cold weather of the winter, with the 
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seeds buried under leaves and snow, will after-ripen them and pre- 
pare them for early spring germination. This probably accounts for 
the abundance of Betula seedlings in the early spring. Knowledge of 
the after-ripening at low temperature stratification is also very im- 
portant to the producer of birches. Dry-stored seeds sown outside 
in early spring will not germinate because of the high temperature 
minimum, while properly stratified seeds will give quick and abun- 
dant germination in early spring. 

8. The percentage germination of Betula seeds reported in this 
paper is very much higher than that reported in forestry books (12). 
This is probably easily explained by the facts that past workers have 
used too low temperatures for the germination of dry-stored seeds, 
or they have failed properly to after-ripen the seeds that are to be 
germinated at low temperatures in the seed beds in the early spring. 

g. Germination of dry-stored Betula seeds is not affected by a 
considerable range of acidity of the medium in which germination 
takes place; neither is it influenced by light, increased CO,, or a 
considerable range of O, pressure. Sterilization with 0.2 per cent 
uspulun for one-half hour causes a slight reduction in percentage of 
germination. 

IW. STORAGE 


to. During one year of air-dry storage at room temperature, 
seeds of B. lenta and B. populifolia kept perfectly, while B. lutea and 
B. papyrifera fell in viability. 

t1. The optimum moisture content for seeds stored at room 
temperature in sealed containers lies considerably below the mois- 
ture content of freshly harvested seeds for B. papyrifera (0.6 per 
cent), while B. populifolia keeps best with a medium amount of 
hygroscopic moisture (5.2 per cent). B. lenta keeps well in all except 
very humid conditions during a storage period of one year. 

12. Stored at ice box temperature, seeds with higher moisture 
content keep as well as seeds low in hygroscopic moisture for one 
and one-half years of storage. 


Il. SUGGESTIONS FOR GROWERS 


13. Birch seeds are harvested to best advantage after the catkins 
have begun to dry on the trees, but before they have shed a con- 
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siderable part of the seeds. They should be shaken from the catkins, 
dried on well ventilated racks, and stored. About six weeks before 
planting the seeds ought to be stratified in a suitable moist medium 
at temperatures of from 32° to 41° F. After such a treatment the 
seeds will germinate in the seed beds in early spring. It takes ap- 
proximately one month to six weeks for a full stand of young seed- 
lings to appear above the surface of the soil. Early spring planting is 
recommended. 

14. For dry storage of seeds for a few months no special precau- 
tions need be taken, but for storage of one year or more the follow- 
ing methods ought to be used: B. lenta can be stored in almost any 
storage room of average room temperature that is dry and well 
ventilated; B. populifolia is sensitive to excessive drying as well as 
to very high humidities, and should therefore be kept in closed con- 
tainers at a cool temperature; B. papyrifera keeps best when 
thoroughly dry, which can be done by keeping the seeds suspended 
in a bag in a closed container, the bottom of which is covered with 
quick lime. 

Boyce THompson INSTITUTE FOR PLANT RESEARCH, INC. 

YONKERS, N.Y. 
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AN INEXPENSIVE AND QUICKLY MADE INSTRUMENT 
FOR TESTING RELATIVE HUMIDITY 


WILLIAM B. SHIPPY 
(WITH THREE FIGURES) 


It is commonly understood that sulphuric acid and various salts 
may be used in the control of humidity. W1ILson? discusses the use 
of sulphuric acid in humidity control, and SPENCER’ presents a list 
of inorganic salts supplying a rather wide range of humidities. 

Most investigators attempting to control humidity do not actual- 
ly make humidity readings. The usual procedure is to check the 
specific gravities of the control solutions from time to time. It is 
taken for granted that a given concentration of solution will give a 
specified vapor pressure, but such an assumption may lead to error. 
To illustrate: A given concentration of sulphuric acid solution under 
specific temperature and pressure conditions will exert a definite 
humidity control through desiccation of a limited volume of air. 
Any modification of these prescribed conditions will necessarily re- 
sult in a humidity variation of the air under control; hence, any 
decrease or increase in temperature brings about a corresponding 
change in vapor pressure. In addition to the preceding, there is often 
the possibility of leakage in tubing, ill-fitting stoppers, or defective 
glassware. If living plant material is placed within the controlled 
vessel, large quantities of water will be given off through transpira- 
tion. A further source of difficulty lies with inaccuracies due to the 
control solution itself, which may contain impurities causing it to 
give a higher specific gravity reading than would correspond to its 
sulphuric acid content. Defective recording instruments also might 

* This work was done in connection with a study sponsored jointly by the Boyce 
Thompson Institute for Plant Research, Inc., Yonkers, New York, and the Crop 


Protection Institute, and published at the expense of the former Institute out of the 
order determined by the date of receipt of the manuscript. 


? WILsoN, R. E., Humidity control by means of sulfuric acid solutions, with critical 
compilation of vapor pressure data. Jour. Indus. and Engin. Chem. 13:326-331. 1921. 


3 SpeNcER, H. M., Laboratory methods for maintaining constant humidity. Inter- 
natl. Critical Tables 1:67-68. 1926. 
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mislead one. In the last analysis it is not the potential desiccation 
power of the control solution that really matters; it is the humidity 
actually present within the controlled vessel, and this can only be 
determined by measurement. Thus it is apparent that difficulties 
lie in the pathway of any one attempting accurate humidity control. 
Specific gravity determinations of a control solution are not sufficient 
evidence under ordinary experimental conditions that a definite 
vapor pressure has been attained. 

Various instruments are available for humidity testing, including 
the dew-point apparatus, instruments of the wet and dry bulb princi- 
ple, and various types of hair hygrometers. These vary in reliability, 
but among the best are those of the wet and dry bulb type. 

The writer began studies requiring constant humidities during 
the spring of 1927. It was found desirable to use an arrangement pro- 
viding for a continuous flow of air through the controlled vessels, 
and a need arose for some instrument which would check the hu- 
midities delivered by the control solutions. The instrument here de- 
scribed, employing the principle of the wet and dry bulb, was de- 
signed to fill this need. It is illustrated in figs. 1-3. 

An ordinary 84-inch pyrex test tube (fig. 1D) was drawn out 
at the bottom and joined with a 14-inch neck of quarter-inch glass 
tubing (H). The test tube was fitted with a three-hole rubber stop- 
per (C). Two 100° F. matched thermometers (A) and an elbow of 
quarter-inch glass tubing (B) were inserted through the stopper. 
The thermometers were so arranged that when the tube was stop- 
pered, the dry bulb would be approximately three inches and the 
wet bulb (carefully wrapped with one thickness of clean muslin, 
which had been thoroughly soaked in water) four inches from the 
base of the tube. For convenience in holding the instrument, it was 
commonly placed within an empty suction flask (fig. 3N). 

Air forced by compression (applied at M) or drawn by vac- 
uum (applied at O) from the control solutions (P) through this 
test tube past the bulbs from the bottom inlet (H) to the top out- 
let (B) gives a reading within a few minutes, the time depending 
on the rate of air flow. The rate of air flow does not call for great 
precision, but uniformity of flow is desirable. A flow of. one liter 
per minute (moderately rapid bubbling) is a good rate to use in 


Fics. 1-3.—Fig. 1, instrument for testing humidity: A, two matched 
thermometers; B, air outlet tube to which vacuum tube is attached; C, 3-hole 
rubber stopper; D, pyrex test tube; E, wet bulb; F, dry bulb; G, fine-mesh 
copper screen plug; H, air inlet tube. Fig. 2, testing relative humidity within 
solid medium: J, point at which vacuum tube is attached; K, approximate 
depth instrument is buried in medium; LZ, peat moss medium. Fig. 3, testing 
relative humidity of air passing through control solution: M, air inlet where 
compressed air tube may be attached; V, empty suction flask used to hold in- 
strument; O, airoutlet where vacuum tube may be attached P, control 
solution, 
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checking most solutions, but satisfactory readings may be made over 
a fairly wide range. In testing a solution of low vapor pressure, it 
is not desirable to use too slow an air flow, as the cloth on the wet 


TABLE I 
TYPICAL SET OF READINGS WITH INSTRUMENT COMPARED WITH THEORETICAL RELATIVE 
HUMIDITIES AS INDICATED BY SPECIFIC GRAVITIES OF CONTROL SOLUTIONS 


OcroBER 18, 1928; RATE OF AIR FLOW ONE LITER PER MINUTE 
ce a EE ee Ee ee ee ee ee 


DETERMINATIONS BY INSTRUMENT DETERMINATIONS BY 
SPECIFIC GRAVITY 


Readings 


. Relative Specific Correspond- 
D R ries : : ; 
of wet bulb | temperature | Pumidity | gravity of | ing relative 
Wet bulb Dry bulb solution 
Solution I (water) 
74.5* F525. 
76.757 Hip i 0.25 77 99 I .000 100 
75-5 TE 
77-25 77-5 0.25 thi 909 I .000 100 
Solution II (sulphuric acid) 
78 80 
73-5 79 5-5 79 78 1.190 81 
Ws 79 
74 78.75 4.75 79 81 1.190 I 
Hi 77-5 
WaNa5 78.25 4.75 78 81 I.190 81 
Solution III (sulphuric acid) 
80 
Lae 80 8.5 80 68 1.265 65 
5 80 
es 80 8.5 80 68 = .265 6s 
5 79 
ie 78 8.0 78 69 I .265 65 


* Initial readings. 
j Final readings. 


4 Marvin, C. F., Psychrometric tables for obtaining the vapor pressure, relative 
humidity, and temperature of the dew-point. U.S. Weather Bureau, no. 235. 78-79. 
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Witson, R. E., Graph on page 328 (article cited). 
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bulb may dry before time has been allowed for the reading. The 
reading is made when both mercury columns have come to rest. 
This makes possible a quick and satisfactory check on the humidity 
delivered by a control solution. To illustrate how the tester is used, 
a typical set of determinations on three solutions is shown in table I. 

The instrument described can be used for testing relative hu- 
midity within solid media. If the investigator desires to know the 
humidity within a solid medium, as peat moss or a fairly open soil, 
the basal neck of the tube (H) may be fitted with a plug of fine-mesh 
copper screen (fig. 1G) to prevent solid particles from entering. 
The instrument is forced down into the medium (fig. 2L) almost 
to the top (K), the vacuum tube applied (at J) and a reading made. 
Such tests are useful in work on the stratification of seeds or in the 
storage of cuttings, root-grafts, or other similar materials. It may 
be said in this connection that there is danger of inaccuracy if small 
volumes of medium are tested, as the replacement of air between 
the medium particles from the outside would be too great. 

One may test with this instrument the relative humidity of large 
or small volumes of air, 5-10 liters being sufficient for a reading. 
The size and shape of the instrument make possible its insertion 
through small openings, such as the hole in the lid of a desiccator or 
the top of a bell jar. Thus readings can readily be made out of doors 
or within constant condition chambers of large or small size. In ad- 
dition to a rather wide use as a tester of humidity, it has the de- 
pendability of the sling psychometer. It may be quickly constructed 
in any laboratory and is made of standard equipment in common 
use. 


Boyce THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 
Yonkers, N.Y. 
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ROLE OF MOTHER TUBER IN GROWTH 
OF POTATO PLANT: 
F. E. DENNY 
(WITH FIVE FIGURES) 


Introduction 

Substances stored in the mother tuber are utilized by the sprout 
as soon as germination begins, and many experiments have shown 
that the sturdiness of the sprout, the subsequent rate of growth, and 
the final yield are related to the size of the seed-piece at the time of 
planting. Questions relating, however, to the stage of development 
at which the sprout becomes entirely independent of the mother 
tuber, the nature of the substances passing to the sprout which are 
so influential in modifying its growth, the rate at which different 
compounds pass from the tuber to the sprout, and the correlation 
in point of time which may exist between this transfer and the subse- 
quent growth of the plant, these questions either find no answer in 
the literature of the subject or the answers that have been provided 
are conflicting. 

By a series of experiments carried out in 1926, 1927, and 1928, 
it is believed that additional information upon these points has been 
obtained. The method of study has been, in brief, to amputate the 
mother tuber (by a method which involved a minimum disturbance 
of the root system) at different intervals after planting, that is, at 
different stages in the development of the plant, to observe the 
effects of this amputation upon the subsequent growth and final 
yield by comparison with check plants from which mother tubers 
had not been removed, to determine by chemical analyses of the 
amputated mother tissue what substances had disappeared and at 
what rate, and finally to make use of these observations to determine 
the periods at which connection with the mother tuber is critical, 


«Contributions from the Boyce Thompson Institute for Plant Research, Inc., 
Yonkers, N.Y., published at the expense of the Institute out of the order determined 
by the date of receipt of the manuscript. 
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and to correlate the chemical composition at any period with be- 
havior after amputation. 

In these experiments an effort was made to deal with sufficiently 
large numbers of plants so that the influence of experimental errors 
would be reduced. During the three years, about 3000 plants, includ- 
ing amputated and checks, have been used in the tests. Consequent- 
ly the samples of tissue taken for analyses have represented large 
numbers of individual tubers, and, since the yield data were obtained 
separately for each plant, the influence of variability (which is high 
in experiments on potato yield) could be measured and allowed for. 
Furthermore, although only two varieties, Irish Cobbler and Bliss 
Triumph, were used in the main experiments, preliminary tests were 
also made with ten other varieties, and it is likely that the results can 
be considered applicable to a considerable number of varieties. In 
one respect these experiments have been narrowly restricted, how- 
ever, in that in nearly all cases only one size of seed-piece has been 
used, namely, 28 gm. The influence of size of seed-pieces upon these 
results requires further experimentation. 


Summary of literature 


The attempt is not made here to deal chronologically with the 
various papers that have been published on this and related subjects, 
but rather to indicate the relation which they bear to the particu- 
lar phases concerned in the present experiments, and to show the 
status of the subject at the time the work was initiated. 

Amputation experiments were carried out by StKorsKI (18), who 
on May 20 planted six potato tubers (weight 63-66 gm.), three in 
soil and three in sand. He removed the mother tuber from one plant 
in each series on June 30, and from another plant on August 31. As 
compared with plants from which mother tubers were not removed, 
it was found that amputation had reduced the yield in all cases. He 
believed that the influence of the mother tuber is not restricted to 
the early stage of development, but extends over the complete vege- 
tative period. He suggested that in the later stages the mother tuber 
acts as a storage organ for water, and that this function is very im- 
portant in periods of drought. 

More recently SELIBER (16, 17) has furnished two reports of his 
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amputation experiments, in which larger numbers of plants were 
dealt with. His method of removing the mother tuber from the grow- 
ing plant was to undermine the plant by removing earth until the 
mother tuber could be removed by hand. Two types of check plants 
were used, one being plants that were undermined in the same way 
until the mother tuber was touched by the hand but was not re- 
moved, and the other being plants which grew continuously in the 
soil without disturbance. He found that the removal of the mother 
tuber, even in midseason, reduced the final yield; but that the 
variety of potato was an important factor, the varieties Reitan and 
Chugunka being influenced to a great extent by amputating the 
mother tuber, while in the varieties Kruger and Epicurez the sub- 
stance of the mother tuber was not utilized. With these latter varie- 
ties, presence or removal of the mother tuber was not a matter of 
importance, so far as the yield was concerned. SELIBER also discusses 
the importance of the mother tuber as a water storage organ. 

The literature relating to the extent to which the substance of 
the mother tuber is utilized, that is, as to the amount of reduction 
in dry weight during the growing season, is conflicting. The earlier 
workers were impressed by the large proportion of dry substance 
that is removed from the mother tuber, while certain more recent 
reports tend to show that considerable amounts of the stored foods 
remain in the seed-piece even at the end of the growth period. 

As an example of the first group, we may cite FITTBOGEN, 
GROENLAND, and FRAUDE (9), who carried out the first and most 
complete set of analyses of mother tubers at intervals during the 
growth of the plant. They planted the tubers on April 13 and dug 
up sample lots of plants on May 28, June 18, July 2, July 25, August 
20, and September 22. The analyses of the mother tubers on these 
dates showed a rapid decrease in protein, starch, fat, “undetermined 
organic,” and ash. More than 70 per cent of the organic substance 
of the mother tuber had been lost by June 18.’ 

MULLER (12) noted that even at the end of a dry summer the 
mother tubers that were recovered from potato vines at harvest were 
not shrunken, but were full of sap. But his analyses of the recovered 


2 Their analyses show that in spite of this loss of dry matter, the sugar content of 
the mother tubers increased, and the present experiments confirm this finding. 
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seed-pieces showed that the dry substance represented about 3.7 
per cent of the fresh weight, that almost all of the starch, protein, 
and phosphorus compounds had disappeared, and that ash constitu- 
ents (except KCl!) had been reduced to about one-half the original 


amount.’ 1 
In one of the more recent articles relating to the utilization of 


the stored food, Jones and Rosa (10) state: 
The analyses of RAMSEY and RosINsoN (1917) show that carbohydrate, N, and 


ash constituents of the mother set are far from exhausted, even at the end of 
the growing season. 


Still more recently we have the report of Lupwic (11), which con- 
tains data on the composition of the mother tuber after growth in 
culture solutions. His experiments showed that after the sprouts 
had become 6, 8, or even 30 cm. high, with normal dark green leaves, 
and with roots and stolons 20 cm. long, the mother tubers still re- 
tained 4o per cent of their total nitrogen and about 65 per cent of 
their carbohydrate reserves. He emphasizes the ‘‘common observa- 
tion” that eyes dug out of tubers will produce normal plants with 
tubers not inferior to those produced by seed tubers planted in the 
usual way. He states that, during the late war, farmers used not only 
pieces of tubers, but also merely well developed eyes attached to 
pieces of potato peelings, and these gave normal yields. The failures 
that had resulted from the use of cut tubers were thought to be due, 
not to the small quantity of reserve food in the seed-pieces, but to 
loss by rotting. 

De Vries (6) studied the transfer of food reserves from the 
mother tuber to the sprout at different stages of growth. These 
observations were largely qualitative, no analyses being furnished 
and no amputation experiments being carried out. His opinion was 
that the mother tuber furnished nutrients to the sprout until germi- 
nation was completed (plants above ground with green leaves), but 
that after the beginning of formation of young stolons the food sup- 
ply was thenceforth transferred only to the newly forming tubers. 


3 One paragraph in Mirer’s article is significant in connection with the present 
experiments. He states: “It would be interesting to carry out a special experiment to 
determine in what manner the absolute weight of the mother tuber changes during the 
vegetative period. Also, how the yield of young tubers would be influenced by removing 
the mother tuber after the sprout had completely developed.” 
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Although, as will be shown later, the evidence is in favor of the 
older view that the depletion of the food reserves stored in the 
mother tuber is extensive or nearly complete, there is no agreement 
as to the nature of the substances furnished by the mother tuber 
that are so influential in increasing growth. APPLEMAN (1), by a 
series of experiments on the relation between the size of the seed- 
pieces and the strength of the sprout, showed that when the size of 
the seed-piece fell below a certain minimum, the vigor of the sprout 
decreased as the size of the seed-piece was reduced. He believed that 
the failure of small pieces to produce good sprouts was not due 
primarily to the lack of usual food materials, ‘“‘as sprouts on pieces 
still large enough to contain an abundance of these substances show 
considerable decrease in vigor.” He concluded “that the potato 
tuber contains a limited amount of a special growth promoting sub- 
stance, and if the amount of tissue surrounding the growing bud is 
too small there is not enough of this substance available for normal 
growth.” The view expressed by JoNEs and Rosa (10) is that ‘‘the 
large set furnishes something to the plant arising from it, which is 
not present in sufficient amount in the smaller set.” 

From this short summary of the literature, it is apparent that 
further information is needed upon the subject. In previous amputa- 
tion experiments either not enough plants have been used, or not 
enough stages of development of the plants have been included in 
the test to give a complete account of the relation of the mother 
tuber to the sprout. The observations on the effect of the removal 
of mother tubers have not been accompanied by chemical analyses 
of the amputated tissue. The data as to the extent of the utilization 
of the mother tuber show sharp disagreements, and further analyses 
are needed to show which of these divergent views is correct. The 
present experiments have provided additional information upon 
several of the questions involved, but a discussion as to the bearing 
of the results upon various phases of the problem will be postponed 
until the experimental results themselves have been described. 


Results 


The experimental results may be divided into two parts, the first 
dealing with the amputation of the mother tubers at intervals after 
planting and its effect upon subsequent growth of the plant, the 
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second dealing with the chemical composition of the mother tissue 
that was removed at different periods of growth. 
AMPUTATION OF MOTHER TUBER AND ITS EFFECT 


METHOD OF REMOVAL FROM SPROUT.—Since it was essential that 
the mother tuber be removed from the sprout with as little disturb- 


Fic. 1—Method of amputating mother tuber from sprout: left, plant grown in pot 
buried in soil; right, plant inverted, placed upon board with slot from edge to center 
used for support; pot then discarded. Note mother tissue being removed piece by piece 
with scalpel; plant placed in soil after removal of mother tuber. 


ance of the root system as possible, the plants were grown in clay 
pots which were planted in the soil, the top of the pot being slightly 
below the surface of the soil. At any subsequent period of growth 
at which it was desired that the mother tuber be removed, a number 
of pots containing the now well-rooted plants were removed from 
the soil and inverted (fig. 1). The mother tuber, which had been 
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planted in the bottom of the pot just above the drainage hole, was 
now freely exposed and could easily be detached by cutting; the pot 
was then discarded and the plant was replaced in the soil, and from 
this time onward grew under normal conditions, that is, undisturbed 
by the restrictions of growth in pots. 

At each stage of development at which mother tubers were re- 
moved from a certain number of plants, an equal number of plants 
were removed from pots and planted in the soil, but from these the 
mother tubers were not removed. These were considered as check 
plants, since they were handled in precisely the same way except 
with reference to the removal of mother tubers. It is true that there 
would be somewhat greater disturbance of the soil in removing the 
mother tubers than would result in handling the checks, but an at- 
tempt was made to equalize this difference partially, by purposely 
disturbing the soil around the mother tubers in the check to about 
the same degree. 

In setting the plants in the soil, the arrangement of the ampu- 
tated plants and their corresponding checks depended upon the stage 
of development at which the mother tubers were removed. When 
they were amputated at early stages, for example, at stages 1 and 2 
(fig. 2), the plants were arranged in the field in sets containing five 
plants each, that is, five plants of the amputated series, then five 
plants of the check series, then five plants of the amputated series, 
etc. At the later stages of growth, for example, at stages 3 and 4 
(fig. 2), however, the amputated plant and the corresponding check 
were planted side by side, in order to equalize soil differences as near- 
ly as possible and to permit more dependable comparisons. 

It was found that the plan of having a set of checks for each 
set of plants from which mother tubers were removed, and repeating 
this at each stage of growth at which they were removed, was essen- 
tial in order to permit dependable comparisons at the end of the 
season. In the first year of the experiments (1926) this precaution 
was not taken, the ‘‘checks” being merely plants which had never 
been in pots at any part of the season and from which mother tubers 
were not removed. The yield data at the end of the season did not 
therefore take into account the influence of the growth in pots, as 
compared with growth in free soil, up to the time of removal of 
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mother tubers. Consequently the yield data for 1926 had to be 
rejected. In 1927 and 1928, however, the amputated lots and the 
corresponding check lots grew for the same periods in the same sized 
pots, and for the same periods in the soil, the only variable factor 
being presence and absence of the mother tuber. 


Fic. 2.—Conditions of plants at four different stages at which mother tubers were 
amputated: A, stage 1; B, stage 2; C, stage 3; D, stage 4. 


nate) 


The preliminary experiments in 1926 also showed that the exact 
method of removing the mother tuber from the plant was a matter 
of considerable importance. When it was removed by cutting across 
the stem at the surface of the tuber, or by forcibly twisting it off 
from the stem, bleeding at the cut end of the stem occurred. This 
often resulted in wilting of the plant, even when the well-rooted 
plant with undisturbed root system was placed at once in soil to 
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which an abundant amount of water had been added. ‘This difficulty 
was obviated in 1927 and 1928 by sectioning off small portions of 
tissue from the mother tuber piece by piece, until finally a small piece 
of it was allowed to remain at the base of the stem. Under these 
conditions no wilting was observed. The method of removing the 
mother tuber is shown in fig. 1, and the condition at the base of the 
stem after amputation was completed is shown in fig. 4. (see left- 
hand plant at K). 

SIZE OF SEED-PIECE AND VARIETIES.—Seed-pieces weighing 28 
gm. each were used, and in order to be assured of uniformity in this 
respect the pieces were weighed individually, and trimmed until the 
weight did not vary by more than 1 gm. In the 1926 and 1927 experi- 
ments only Irish Cobbler variety was used, but in the 1928 work 
Bliss Triumph was included in the main experiment. In this year 
also, a preliminary test was made with a number of other varieties, 
as shown in table VI, in order to note the behavior of various varie- 
ties with respect to utilization of the dry matter in the mother tuber. 

SIZE OF pots.—For the series in which the mother tubers were 
to be removed at stage 1 (fig. 2), clay pots 3.5 inches in diameter and 
3.5 inches deep were used; for the series at stage 2 the pots were 6 
inches by 4.75 inches; for the series at stage 3 they were 8 inches by 
4.5 inches; and for stage 4 two sizes were used, ro inches by 4.5 
inches and 12 inches by 4.5 inches. 

STAGES OF DEVELOPMENT AT WHICH MOTHER TUBERS WERE RE- 
MOVED.—The mother tubers were removed at four different stages 
of development, and the sizes of the plants at each amputation stage 
are shown in fig. 2. At stage 1 (A) the mother tubers were removed 
when the sprouts had just pushed through the soil. The tips were 
green, but the young leaves had not yet expanded. This was the 
condition 22 days after planting. At stage 2 (B) the mother tubers 
were removed when the sprouts were about 2 inches above the sur- 
face of the soil and the leaves fully expanded. This was the condition 
of the plants 29 days after planting. At stage 3 (C) the plants were 
about 10 inches above the surface of the soil, were making a vigorous 
growth, underground stolons several inches long had formed, and 
young tubers were well started in development. These plants might 
be termed half-grown. This was the condition 42 days after planting. 
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At stage 4 (D) the plants were about 24 inches above the surface of 
the soil, had attained approximately the maximum height of vine, 
were in full bloom, and many young tubers were fully formed. This 
was the condition 56 days after planting. 

SUBSEQUENT GROWTH OF PLANTS AFTER AMPUTATION.—The 
growth of the plants from which the mother tubers were removed as 
compared with the growth of the corresponding check plants is 
shown in figs. 3 and 4. These photographs were obtained by selecting 
what appeared to be average plants from each group, and placing 
the treated and check plant side by side for photographing. Because 
of the great variability of potato plants it will be recognized that 
only rough comparisons can be obtained in this way, since a single 
plant cannot be depended upon to show accurately the average con- 
dition of a group. 

The subsequent growth of the plants from which mother tubers 
were removed at stage 1 is shown in fig. 3. The condition of the 
amputated plant and its check on the day of the removal of the 
mother tuber (May 24) is shown at E; and F, G, and H show the 
conditions of the plants on June 8, June 19, and July 31 respectively. 
It will be observed that the plants from which the mother tubers 
were removed made slow growth at first, but that later in the season 
a surprisingly large amount of vine was developed. The amputated 
plant shown in fig. 3 (H, left) shows a comparatively larger quantity 
of tubers, however, than is justified by the final yield data shown in 
table IB, thus indicating that although the plant used for the photo- 
graph showed an average condition of vine, the underground condition 
was not truly representative of the group. At any rate it is apparent 
that removing the mother tubers at this early stage influenced both 
the subsequent vine growth and tuber yield, and that the effect was 
greater upon the yield of tubers than upon the final size of vine. 

The subsequent growth of the plants from which mother tubers 
were removed at stage 2isshownin fig.4. The condition of the ampu- 
tated plant and its check (May 31) is shown at K, and the condition 
on June rg is shown at L. From this date onward the amputated 
plants grew rapidly enough to overtake the checks, so that later in 
the season no difference in size of vine could be observed between 
amputated and check plants, and consequently no further photo- 
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graph in this series was made. As for the plants at stages 3 and 4, 
the condition of the checks is shown in fig. 2, C and D. The subse- 
quent rates of growth of the vines by amputated and check plants 
in these two series were so nearly equal that no difference was observ- 
able and further photographs were not made. But, although the 
amputation at these stages did not produce an observable effect upon 


Fic. 4.—K, condition of amputated (left) and check (right) plants at time of 
amputation (May 31) when mother tubers were removed at stage 2; L, representative 
samples of same series on June 19; later in season the vine growth of amputated and 
check plants approximately equal. 


the growth of vines, it will be seen from the data in table IB that it 
is possible that the yield of tubers was influenced, either unfavorably 
as in the case of Irish Cobbler, or favorably as in the case of Bliss 
Triumph. 

YIELDS OBTAINED.—Although a yield record was obtained in the 
1926 experiments, these data are not included in this report because 
of the failure to obtain adequate checks, as described in a previous 
paragraph. The plants in the 1927 experiments suffered from attacks 
of aphis, and the growth of many of the plants from midseason until 
the vines died was not normal, many plants dying and other plants 
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being obviously injured by the numerous spray applications that 
were needed. This resulted in many missing hills in the field; and, 
since in these experiments the arrangement of the plants in the field 
was a necessary feature in permitting dependable comparisons as to 
the final yield of amputated and check plants, the yield data for 
1927 were excluded. In the 1928 experiment (which is to be consid- 
ered the main one in this series), however, the conditions were favor- 
able in all respects for normal growth; and, since the amputated lots 
had comparable checks in each case, the data are considered reliable 
and are presented in tables IA and IB. 

In table IA the first four columns show the yield in grams ob- 
tained from plants from which the mother tubers were removed at 
stage 1, that is, when the sprouts were first emerging from the soil. 
Columns 1 and 2 show the results with Irish Cobbler, and columns 
3 and 4 show those with Bliss Triumph. Each figure represents the 
yield in grams from a single plant. The average yields when mother 
tubers were not removed were 255 gm. for Irish Cobbler and 350 gm. 
for Bliss Triumph, while the yields per plant when mother tubers 
were removed were 86 gm. for Irish Cobbler and 113 gm. for Bliss 
Triumph. Table IA, columns 1, 2, 3, and 4 show that removing the 
mother tubers at the time of emergence of the sprout markedly re- 
duced the yield. Furthermore, it will be noted (columns 2 and 4) 
that many of the plants from which mother tubers were removed at 
this early stage failed to develop at all. At this period of develop- 
ment the presence of the mother tuber is critical. 

The yield data for stage 2 are shown in table IA, columns 5, 6, 7, 
and 8. Here again each figure represents the yield from a single 
plant. Columns 5 and 6 show that the average yield for Irish Cobbler 
was 328+12.2 when the mother tuber was left on, and 274+9.3 
when it was removed. The difference (54 gm. per plant) is 3.5 times 
its probable error, and is therefore significant, showing that the re- 
moval of the mother tuber at this stage reduced the yield. In the 
case of the Bliss Triumph (columns 7 and 8) the corresponding values 
are 244+11.4 for plants with mother tubers left on, and 197 + 11.8 
for plants with them removed. The difference (47 gm. per plant) is 
only 2.86 times its probable error, and is insufficient to show that 
amputation reduced the yield. Further experiments with this varie- 
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ty at this stage of development are necessary. It is apparent that 
the planting plan must be such as to place the amputated plants and 
their corresponding checks side by side in the field, in order to permit 


TABLE IA 
EFFECT OF AMPUTATION OF MOTHER TUBERS UPON YIELD 


MOTHER TUBERS REMOVED AT TIME OF 


EMERGENCE 


OF SPROUT 


(STAGE I, FIG. 2A) 


MOTHER TUBERS REMOVED AFTER GERMINATION 
WAS COMPLETE AND LEAVES UNFOLDED 


(STAGE 2, 


FIG. 2B) 


TrisH COBBLER 


Buss TRIUMPH 


IrIsH COBBLER 


Buss TRIUMPH 


Not 
removed, 
yield in gm. 


II5 
255 
350 
343 
470 
292 


Not 


Removed, Removed 
Saas removed, aegis sd 
yield in gm. vielen yield in gm. 
40 493 59 
46 198 118 
40 102 I40 
75 418 42 
35 474 74 
27 403 80 
25 275 si 
26 177 * 
a 354 a! 
* 253 * 
105 307 * 
208 465 x 
2 454 Es 
4 193 * 
* 330 * 
120 318 230 
75 393 42 
97 615 72 
2 192 185 
160 329 146 
44 474 172 
145 490 126 
150 * 98 
128 


Average 255|Average 86 


Average 350 


Average 113 


Not 
removed, 
yield in gm. 


449 
527 
385 
447 

* 


257 
468 
268 
170 
240 
277 
204 
257 
380 
393 
306 
520 
34° 
37° 
520 
340 
209 
228 
195 
256 
302 
308 
153 
162 
274 
340 
3390 
347 
456 
390 


Removed, 
yield in gm. 


358 
202 
282 


290 
* 


390 
270 
276 
290 
248 
204 
205 
360 
199 
320 
440 
440 
330 
415 
240 
362 
290 
192 
290 
Igo 
100 
222 
279 
142 
147 
247 
173 
244 
241 
257 


Not 
removed, 


yield in gm. 


37° 
357 
385 
260 
* 
II5 
190 
207 
170 
107 
270 
252 
329 
208 
240 
440 
207 
170 
472 
180 
390 
235 
250 
172 
290 
70 
I90 
185 
308 
* 


135 
290 
123 
215 
254 


Removed, 
yield in gm. 


258 
94 


270 
135 
304 


Average 328 
P.BE. +12.2 


Average 274/Average 244|Average 107 
LADS TERM es De Golam ley IDI Se vwe dtc) 


* Plants failed to develop; missing hills not included in computing averages and probable errors. 


more critical comparisons regarding the influence of amputation at 
this stage upon yield. 

The yields for the series in which the mother tubers were removed 
at stage 3 (when plants were half-grown) and stage 4 (when plants 
had attained maximum height and were in bloom) are shown in 
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table IB. Since the two varieties behaved quite differently with 
respect to the effect of the removal of mother tubers at these two 
stages, they will be discussed separately. The results with Irish Cob- 


TABLE IB 
EFFECT OF AMPUTATION OF MOTHER TUBERS UPON YIELD 


(CONTINUATION OF TABLE JA) 


MOTHER TUBERS REMOVED WHEN PLANTS WERE 
Io INCHES HIGH, AND YOUNG TUBERS FORMING 
(STAGE 3, FIG. 2C) 


Ir1sH COBBLER 


MOTHER TUBERS REMOVED WHEN PLANTS WERE 
NEARLY MAXIMUM HEIGHT, AND IN BLOOM 
(STAGE 4, FIG. 2D) 


Buss TRIUMPH 


Not Not 
removed, renee removed, Beaver, 
yield in gm. | Yield in gm. | vieid in gm, | Yield in gm. 
2% 105 135 253 
160 154 I40 170 
192 290 122 125 
59 130 242 200 
58 200 202 208 
140 177 150 249 
402 226 302 275 
193 160 186 253 
oes 290 333 264 
ZU 265 274 262 
240 179 116 180 
250 7° 106 366 
140 254 I50 144 
253 215 176 204 
150 196 78 157 
es, 165 127 201 
190 144 252 93 
26 We 156 115 
220 198 135 89 
308 7° 60 106 
268 142 256 240 
290 120 146 153 
126 203 152 180 
235 190 40 250 
LEE; 150 198 150 
ae 135 103 120 
100 102 69 53 
eae 7° 142 233 
174 go 073 56 
SES 99 131 121 
1990 108 LE 99 
se 122 133 107 
148 130 181 212 
125 146 go 156 
190 220 125 159 
153 190 128 206 
73 202 44 176 
240 127 I40 220 
130 207 161 163 
185 2. ————— | 
170° 176|Average 153|/Average 181 
204 206 
243 148 
155 190 
170 277 


Average 189|Average 166 


TrisH COBBLER 


Buss TRruMPH* 


Not 


Removed, 
Fadia a yield in gm. 
130 154 
117 30 
106 47 
183 146 
125 180 
134 225 
102 187 
247 107 
251 190 
118 155 
173 204 
I55 170 
135 130 
196 142 
I03 103 
I12 Tey, 
103 52 
56 IIT 
136 216 
200 172 
204 118 
183 216 
189 207 
177 255 
grr 280 
77 230 
126 208 
235 197 
178 210 
218 154 
157 172 
202 218 
158 147 
230 223 
187 253 
253 186 
162 202 
138 155 
IIo 165 
133 112 
838 206 
228 212 
105 135 
179 62 
45 78 
102 10g 
Average 160]/Average 164 


Not 


Removed 
yey | yield in gm. 
85 200 
58 68 
106 124 
182 125 
125 155 
142 95 
232 198 
138 116 
I40 167 
166 196 
90 180 
148 190 
210 234 
116 154 
160 225 
Average 140|/Average 162 


* Because of rotting of mother tubers of Bliss Triumph between stages 3 and 4, only 30 plants with 
firm mother tubers were available for amputation at this stage. 
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bler for stage 3 are shown in columns 1 and 2, table IB, and show 
the response from 45 pairs of hills, one plant of each pair being the 
check from which the mother tuber was not removed, and the other 
being the plant from which the mother tuber was removed at stage 
3 (plants half-grown, fig. 2C). The average yield per plant when 
mother tubers were left on was 189 gm., and that for plants from 
which mother tubers were removed was 166 gm. 

It was anticipated that probably only small differences would be 
found in the yields from plants with mother tubers not removed, as 
compared with plants from which they were amputated at these 
later stages of growth. Consequently, in transplanting after removal 
of mother tubers in the two series at stages 3 and 4, the amputated 
and check plants were placed adjacent to each other in pairs, in 
order that the soil conditions would be more nearly alike, and in 
order that the yield data could be compared by the simultaneous 
difference method employed by ENGLEDOW and YULE (7) and by 
use of the formula given by FisHER (8). Calculations made by 
ENGLEDOW and YULE’s method show odds of only 13 to 1 for signifi- 
cance of the observed difference in this case. When the FISHER 
formula is applied to the same data, the value of “‘t’’ found was 
1.77, which, as shown by the table for “‘t”’ values (FISHER 8, p. 137), 
corresponds to odds of less than 20 to 1. FISHER’S requirement for a 
probability of P=0.05 would necessitate a value of about 2.0 in this 
case; the value actually found (1.77), therefore, falling short. 

Taking into account the probabilities shown by these two meth- 
ods, it seems that, while there is some evidence that the removal of 
mother tubers decreased the yield, the assurance is not complete, 
and further experiments must be made to permit a definite statement 
as to the influence of removal at this stage of development. 

The response of Irish Cobblers to the amputation of mother 
tubers at stage 4 (plants nearly full height and in bloom) is shown 
in table IB, columns 5 and 6. In this case the average yield with 
mother tubers left on was 160 gm. per plant, and with them removed 
was 164 gm. Removing the mother tubers at this late stage of devel- 
opment had no effect upon the final yield of tubers. 

The results obtained with Bliss Triumph variety at stages 3 and 
4 are shown in columns 3, 4, 7, and 8 in table IB. In examining these 
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data a surprising result is obtained, namely, the plants from which 
the mother tubers were amputated gave larger yields than those 
from which they were not removed. 

Thus (columns 3 and 4, table IB) the yield from plants from 
which the mother tubers were removed at stage 3 (half-grown) was 
181 gm. per plant, while the yield from plants from which they were 
not removed was 153 gm. There were thirty-nine pairs of plants 
available for this comparison. When the data are treated by the 
method of ENGLEDOW and YULE (7), it is found that the odds are 
36 to 1 that the observed difference is significant. When use is made 
of the formula of FISHER (8), the value of “t” resulting from the 
calculation is found to be 2.42. When this value is fitted into 
FISHER’S table of “‘t” values it is found that his requirement of a 
probability at least equal to P=o.05 has been satisfied, and that 
odds greater than 19 to 1 in favor of the view that the amputated 
series has given greater yields than the checks have been obtained. 

A probable cause of this result may be found in the fact that, in 
the period following stage 3, the Bliss Triumph mother tubers that 
remained in contact with the sprout began to rot badly. When the 
time arrived to amputate them at stage 4, most of the plants had 
to be discarded because, upon inverting the pots, it was found that 
the mother tubers were either partly or completely rotten. There- 
fore, only thirty plants with firm mother tubers were available for 
the comparison at stage 4. The results of the amputation at stage 
4 are shown in table IB, columns 7 and 8. Here again a greater 
average yield was found for the plants from which mother tubers 
were removed, that is, 162 for the amputated and 140 for the cor- 
responding checks. STUDENT’S (19) method shows odds of 19.5 to 1 
that this difference is significant, but the calculation by FIsHER’s 
method gives a ‘‘t”’ value for the observed data amounting to 1.84, 
which is somewhat below the ‘‘t” value (about 2.0) that would be 
recuired by him for a probability of P=o0.05, that is, 19 to 1. Thus, 
while the data partially support the view that contact with the 
mother tuber at this stage of development has reduced the yield of 
tubers, the odds are not sufficient to give assurance. The evidence 
at stage 4, however, tends to substantiate the similar condition 


found at stage 3. 
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It will be noted in tables IA and IB, that the check plants from 
which mother tubers were not removed gave yields that differed 
considerably in the four series. Thus the checks for the amputation 
at stage 1 gave an average yield for Irish Cobbler of 255 gm. (table 
IA, column 1); the checks for stage 2 yielded 328 gm. per plant 
(table IA, column 5); while for stages 3 and 4 the yields of check 
plants were 189 and 160 gm. respectively (table IB, columns 1 and 
5). Since these were check plants (mother tubers not removed), 
amputation could not have been a factor, yet the differences in yield 
were even greater than the differences due to amputation. It should 
be remembered that the check plants grew in pots for different 
lengths of time in the four series, and that after amputation the 
plants were of necessity transplanted into different parts of the field 
in the four series. Consequently the conditions for growth were con- 
siderably different, and a difference in yield could be expected. These 
differences between the checks in the different series, however, do 
not vitiate the differences between the amputated and check plants 
in each series, since the experiment was arranged to make conditions 
within each series the same for both amputated and check, except 
for presence and absence of mother tubers. The high variability in 
yield of individual potato plants, and the differences observed be- 
tween checks in the four series, emphasize the importance of the 
precautions taken to arrange the experiment so that the amputated 
plants and their corresponding checks could be compared directly 
with each other, under conditions that make these disturbing factors 
inoperative. 


CHEMICAL COMPOSITION OF AMPUTATED MOTHER TUBERS 


Analyses of the tissue obtained in amputating mother tubers at 
intervals after planting were obtained for all three years. Although, 
as previously described, the yield data were not suitable for com- 
parisons in the 1926 and 1927 experiments, because of inadequate 
checks or interference with the planting plan after amputation, the 
plants from which mother tubers were removed had made apparently 
a normal growth up to the time of amputation, and consequently the 
analytical results from the amputated tissue should be of value, and 
are included. 
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SAMPLING METHODS.—As soon as the potato tissue was removed 
from the sprout the pieces were wiped with a moist rag, and peeled 
to remove the old epidermis and the suberized layer that had formed 
at the cut surface. The tissue was then either minced in a food 
grinder or chopped in a bowl. In the preliminary experiments in 
1926 and 1927 it was found that, as the season progressed, the moth- 
er tubers became very high in water content; hence when the tissue 
was passed through a food grinder liquid was pressed out, and it was 
difficult to get a sample of the tissue which represented uniform 
proportions of solid and liquid. In the 1928 experiments, therefore, 
the potato tissue was chopped into fine pieces in a wooden bowl, and 
better sampling obtained by this method. As soon as the tissue was 
ready for sampling, weighed portions were removed for the moisture 
determination. To obtain a sample for the subsequent analyses for 
all constituents except sugar, weighed amounts (150-300 gm. per 
sample) were dropped (small quantities at a time) into boiling 
alcohol. The amount of alcohol used was adjusted so that the final 
concentration, taking into account the water content of the tissue, 
would be about 70 per cent. The tissue was stored in this concentra- 
tion, but when the extractions for the analyses were begun, water 
was added to make the alcoholic concentration 50 per cent by 
volume. Three extractions at boiling temperatures were made, the 
liquid being decanted after settling. The tissue was then dried and 
ground to a fine powder which was extracted twice in the same man- 
ner, the decanted portions being added to the liquid obtained by the 
first three extractions. 

Fifty per cent alcohol (by volume) was selected as the solvent 
for two purposes: first, to separate the starch from non-starch sub- 
stances, as recommended by BRYAN, GIVEN, and STRAUGHN (4); and 
second, to separate protein from non-protein nitrogen. Working with 
the alfalfa plant, OSBORNE, WAKEMAN, and LeAvENworRTH (13) 
found that alcohol at 53 per cent (by weight) precipitated protein 
completely from the juice, and that 20 per cent (by weight) caused 
the precipitation of most of the protein present. In the present ex- 
periments it was found that very little if any protein was extracted 
by alcohol at a concentration of 50 per cent (by volume). Tests by 
such protein precipitants as colloidal iron, trichloracetic acid, and 
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tannin produced small precipitates in which only traces of nitrogen 
were present. Lead acetate precipitated appreciable quantities of 
nitrogen, but the results of VicKERY and VINSON (22) indicate the 
possibility that these were substances other than protein. 

The extractions were made up to a definite volume after cooling, 
and this liquid was centrifuged, decanted, and aliquots taken for 
analysis. This was called the soluble portion, solubility in this case 
referring to 50 per cent alcohol (by volume) as the solvent. 

The small amount of precipitate obtained in centrifuging the 
extract was added to residue from the extraction, and this, which 
was called the insoluble portion, was dried on a water bath and 
ground to a fine powder. 

Separate samples of the fresh tissue were taken for the sugar 
determinations, and this tissue was also dropped into boiling alcohol, 
exactly as just described for the main sample except that calcium 
carbonate was added to the alcohol. 

METHODS OF ANALYSIS.—For reducing sugars the MUNSON and 
WALKER method (2) was used, and the precipitated cuprous oxide 
was titrated with potassium permanganate, the permanganate value 
being determined by comparison with a sample of dextrose obtained 
from the Bureau of Standards. Sucrose was determined by inverting 
in the cold with hydrochloric acid (2). Ammonia was estimated by 
the aeration method after adjusting the solution to slight alkalinity. 
The apparatus of VAN SLYKE and CULLEN (21) was used and the 
aeration period was 2.5 hours. For amide, the liquid after ammonia 
aeration was neutralized with a drop or two of acid, and, after the 
addition of 1 cc. of concentrated hydrochloric acid for each ro cc. 
of liquid, was hydrolyzed for 1.5 hours; the liquid was then trans- 
ferred to an evaporating dish and the hydrochloric acid removed by 
evaporation. The liquid was then made slightly alkaline and again 
aerated in the VAN SLYKE-CULLEN apparatus, and the ammonia 
formed during the hydrolysis was estimated. For “basic” nitrogen, 
the liquid remaining after the amide aeration was used; phospho- 
tungstic and sulphuric acids were added, and the liquid was heated 
to boiling. It was then cooled, made up to volume in a flask, mixed 
thoroughly, and allowed to stand over night. The precipitate was 
separated by the use of the centrifuge; to it were added the particles 
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of precipitate that remained in the volumetric flask, and the com- 
bined precipitates were washed twice with dilute phosphotungstic 
acid solution. The final precipitate was analyzed for nitrogen by the 
KJELDAHL method (2). The liquid decanted from the phosphotungstic 
precipitate was used for both the non-basic and amino-acid nitrogen, 
the non-basic by the KJELDAHL method, and the amino-acid gaso- 
metrically by the VAN SLYKE procedure (20). For the estimation of 
starch the diastase method with subsequent acid hydrolysis was 
used (2), but in this case saliva was found preferable to the malt 
extract because of the low “blank” value with saliva. 

RESULTS OF ANALYSES.—The percentage composition calculated 
on the basis of fresh weight of the tissue is shown in table II and 
fig. 5. It will be noted that a rapid fall occurred in the percentages of 
all constituents except moisture, sugars, and soluble solids. Thus 
while the starch percentage dropped from about 10-15 to about 0.3- 
0.6 per cent (table II, column 8), the water content increased from 
about 70-80 to about 96 per cent. The various forms of nitrogen 
(table II, columns 11~17) all show a continuous reduction in per- 
centage composition throughout the period of analysis, until finally 
the mother tubers removed at stage 4 were almost completely de- 
pleted of all forms of nitrogen, the percentage remaining being only 
about one-fifth or one-tenth of that present in the mother tubers at 
the time of planting. The change in the percentage of reducing sugar 
shows an interesting behavior in that, although there is a continuous 
loss of dry substance, the percentage of reducing sugar actually in- 
creased (table II, column 9g). The details of these changes vary 
somewhat with the variety and with different years. There is a tend- 
ency for the percentage to be highest in midseason, that is, when the 
plants are about to inches high, and to recede again at the later 
stages. Another interesting feature is to be noted with respect to 
the percentage of solids soluble in 50 per cent alcohol. This tends 
to remain more nearly constant than any other constituent for which 
data were obtained. Thus, up to about stage 3 (stage 2 in the case 
of Bliss Triumph in 1928) the percentage of soluble solids was about 
80 per cent of the value at the start of the experiment. Probably 
the increase in sugar explains this maintenance of a high soluble 
solids value in spite of the continuous loss of dry weight during the 
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Vic. 5.—Composition of mother tuber tissue at beginning of experiment and at 


amputation at different stages of growth: points in circles over abscissa at 22 days 
show composition of mother tuber tissue removed at stage 1, those over the 29-day 
abscissa at stage 2, etc.; ordinates show percentages on fresh weight basis. Note change 
in percentage range for each constituent (left) to correspond to requirements of different 
constituents. 
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same period. Later in the season the percentage of soluble solids 
dropped, but even at stage 4 its value was found to be 60-70 per 
cent of the original value. 

The ash analyses, given in table III, are for the 1928 series only. 
Columns 2 and 5 show the percentage of ash obtained by ashing the 
portion of the tissue that was insoluble in 50 per cent alcohol; 
columns 3 and 6 show the ash percentages obtained by ashing 
aliquots of the liquid extract; and columns 4 and 7 represent the 
total ash obtained by adding the soluble and insoluble percentages. 
These analyses show a gradual fall in the different forms and in the 
total ash from the beginning to the end of the experiment. The ash, 


TABLE III 


ASH IN MOTHER TUBER TISSUE AMPUTATED FROM SPROUTS AT DIFFERENT 
PERIODS OF GROWTH 


PERCENTAGE ON FRESH WEIGHT BASIS 
SEACH OF C2OWTe Hee ata Tr1IsH COBBLER Buiss TRIUMPH 
Insoluble* | Soluble* Total Insoluble* | Soluble* Total 

Startiotexperiments ey ondes ©.455 0.880 0.285 0.316 0.601 
Sry we (Gi, BIN) 5 oj noo. Ones 0.368 0.705 On278 0.300 0.573 
SHAS @ Gis, AI) ooo so ull aged || Wueiue) || @yloue Quo | Geuze || OpRoye 
Siege 2 (WGA) oo oaocac- ©, 200) OL nos |) sOn4on Oc 17 il Ont on lon2Os 
Synge oi (Ges 1D) gnc ao ane ©.020 |} 0.160 | 0.180 i] i; 

* Percentage ash in the portion of tissue either soluble or not soluble in 50 per cent alcohol (by volume) 


+ Tissue not available for analysis (see text). 


however, was not used up as completely as the dry weight or various 
forms of nitrogen, as shown in the previous paragraphs. Table III 
shows that at stage 3 approximately one-half of the ash was still 
present in the mother tissue. An analysis of the ash for various 
constituents was not made, but the ash has been retained for a 
subsequent analysis. The question as to the rate of utilization of 
the different ions is an interesting one, made especially so by the 
observations of MULLER (12) and of Ramsey and ROBERTSON (14). 
In both contributions it is reported that potassium remains in the 
mother tuber and does not take part in the growth of the sprout. 

CHANGES IN FRESH AND DRY WEIGHT OF INDIVIDUAL MOTHER 
TUBERS.—Since the seed-piece loses dry substance to the sprout, and 
also of course loses substance by its own respiration, and at the same 


DENNY—MOTHER TUBER OF POTATO IOL 


time gains in water content, it may be inquired whether, as a result 
of these two opposing factors, the absolute weight of the mother 
tuber will increase or decrease during the period of the experiment. 

In the 1926 and 1927 experiments, no account was taken of the 
absolute change in weight of the mother tuber during the season. 
Hence, although the data could be calculated upon either the fresh 
or dry weight basis, it was impossible to determine the absolute 
amounts of materials leaving the individual mother tuber at any 
stage. In 1928 a special experiment was carried out to obtain data 
on this point (table IV). About 75 seed-pieces of each variety were 
carefully weighed on a small balance in order to obtain a weight of 
28 gm. Ten of these were weighed at once, and the average weight 
was found to be 28.20 gm. for Irish Cobbler and 28.25 gm. for Bliss 
Triumph (table IV). The average deviation of the weight of any one 
seed-piece from the average weight of the ten was about one per 
cent. The other sixty-five pieces of each variety were then planted 
in the soil, and permitted to grow until the plants arrived at the 
various stages of development at which mother tubers were ampu- 
tated in the main experiment. At each stage ten plants were lifted, 
the mother tubers removed, and after careful wiping with a moist 
cloth, the fresh and dry weight of each was obtained. The average 
values are shown in table IV. The changes in fresh weight of the 
individual mother tubers are shown in columns 2 and 3. It is seen 
that the absolute weight did not change much throughout the season, 
the Irish Cobblers losing in weight from 28.20 to 26.22 gm., and the 
Bliss Triumph mother tubers gaining in weight from 28.25 to 29.02 
gm. The dry weight and water content per mother tuber are ex- 
pressed in grams in columns 4, 5, 6, and 7 in table IV. Thus, while 
each Irish Cobbler seed-piece lost 5.24 gm. of dry matter (that is, 
from 6.43 to 1.19 gm.), it gained 3.26 gm. of water (that is, from 
21.77 to 25.03 gm.). This observation, that the absolute weight of 
the mother tuber did not change to any great degree during the 
season, facilitated the interpretation of the data obtained from the 
samples of tissue. It showed that calculations upon the fresh weight 
basis are capable of showing the true changes in composition with 
respect to the various constituents. And, although the observations 
showing that this is true were not made until 1928, it seems likely 
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that the 1926 and 1927 data can be evaluated safely from the same 
point of view. 

In the last six columns in table IV the changes in fresh weight, 
dry weight, and water content of the mother tubers at each stage 
of development have been calculated from these data, and expressed 
as a percentage of the amount in the mother tuber at the time of 
planting. Special attention is directed to the large percentage losses 
in dry substance. About 25-30 per cent was lost by the time the 
sprout emerged from the soil, about 50 per cent at the time germina- 
tion was complete, and about 80 per cent at the time the plant was 
half-grown. It is not maintained, of course, that all the dry sub- 
stance lost by the mother tuber was gained by the sprout. It is cer- 
tain that part of it was lost by the respiration of the mother tuber 
tissue, and some of it might merely have leached out into the soil. 


ABSOLUTE AMOUNTS OF VARIOUS CHEMICAL 
CONSTITUENTS PER MOTHER TUBER 


The data in table IV, showing the average fresh weight per mother 
tuber at each stage of development, combined with the data in table 
II, showing the percentage composition on the fresh weight basis, per- 
mitted a calculation of the absolute amounts of the various constitu- 
ents in the individual mother tuber at each stage at which amputa- 
tion was carried out. These data are shown for the 1928 experiments 
in table V. 

By following down the columns in table V it is possible to observe 
the amounts of the various constituents present at the time of plant- 
ing, and also the amount remaining in the mother tuber at each 
subsequent period of development. 

One of the interesting features of table V relates to the utiliza- 
tion of starch between stages 2 and 3. At stage 2 leaves were fully 
formed, and the production of starch by the process of photosynthe- 
sis was going forward rapidly. It might have been expected that 
because of this there should have been less demand upon the stored 
starch, and yet during this period of high photosynthetic activity in 
the leaves the depletion of starch from the mother tuber was going 
forward at a rapid rate. 


Another striking result was obtained with respect to the utiliza- 
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tion of the sugars. Since the sugars are physiologically quite active, 
and therefore in condition for immediate use in respiration and 
growth, it might be expected that during periods of rapid growth 
these mobile substances would be used up rapidly and their concen- 
tration reduced to the minimum. Instead, however, the sugar actu- 
ally increased during the period of rapid growth (see footnote 2). 
No doubt it was transported freely from the mother tuber, but this 
did not result in depletion, since apparently other compounds were 
broken down to sugar, and a high sugar level was maintained. The 
cane sugar situation is similar to that with reducing sugar, but the 
rate of loss of cane sugar was greater in the later stages of develop- 
ment (table V, columns to and 11). 

The rate of disappearance of nitrogenous substances from the 
mother tubers is shown in table V, columns 12-25. The significant 
feature here is that all the forms of nitrogen for which analyses were 
made were utilized at about the same rate. It might reasonably have 
been expected that some forms would disappear faster than others, 
but the uniformity of the disappearance of these diverse groups is 
surprising. An estimate of this may be obtained by noting the num- 
ber of cases in which the amount remaining at any stage is about 
one-half of that remaining at the previous stage. Out of forty-nine 
such pairs of values, thirty-one may be classed as essentially fulfilling 
this condition. Nothing of fundamental importance is claimed for 
this relation, which is quite accidental, since the stages chosen for 
amputation were merely empirical, but the coincidence serves to 
emphasize the facts observed. The data for 1926 and 1927 in table 
II also show a somewhat similar condition with respect to the rate of 
utilization of nitrogenous reserves. 


BEHAVIOR OF DIFFERENT VARIETIES WITH 
RESPECT TO LOSS OF DRY WEIGHT 
Because of the discovery of SELIBER (17) that the substance of 
the mother tuber of the variety Kruger is not utilized to any con- 
siderable extent by the sprout, a test was made with several varieties 
in order to see whether this behavior could be observed with Ameri- 
can varieties. Tubers of ten varieties,‘ in addition to the Irish Cob- 


4 Appreciation is hereby expressed for the co-operation of Mr. WILLIAM STUART 
of the United States Department of Agriculture in supplying tubers of these varieties 
(except King Edward) for this experiment. 
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blers and Bliss Triumph used in the main experiment, were available 
for this test. Seed-pieces were prepared by first adjusting the fresh 
weights at approximately 20 gm. each, and then weighing them ac- 
curately on a balance. The average fresh weights are shown in table 
VI, column 2, and the corresponding dry weights in column 4. The 
seed-pieces were then planted and allowed to grow until the plants 
were about half-grown. The plants were then lifted, the mother 
tubers wiped carefully with a moist cloth, and the fresh and dry 


TABLE VI 


COMPARISON OF DIFFERENT VARIETIES OF POTATOES IN LOSS OF DRY WEIGHT 
FROM MOTHER TUBERS 


FRESH WEIGHT OF MOTHER DRY WEIGHT OF MOTHER 


TUBER (GM.) TUBER (GM.) 
1 a ee | ee ee PERCENTAGE: 
VARIETY DRY WEIGHT 
After After LOST 
At planting | amputation | At planting | amputation 
from sprout* from sprout* 
HanlvgkOse saan erin 20.34 22.56 4.760 teoo4 72 
1Gnaes IDNR, oo on ooo ae 20.33 24.07 3.923 0.956 76 
Green Mountain........ 201,37 20.22 5.213 TSS 74 
But park Worse eo eyeeeass eoniceaye 20.19 19.37 4.656 1.080 77 
RUSSC EEC a eee 20.06 25.23 4.339 Tee 7 74 
Peerless; Pearlncacee eee 20.66 21.69 4.741 © .696 85 
Beauty of Hebron....... 19.60 Doh Ta 4.543 1.286 72 
DENS COUN oo 4500000 0706 20.03 19.10 4.671 ©.742 84 
Enola acm ee cee 20.07 20.57 5.260 ©.810 85 
Mic Cormickpysegeae ter 20,85 21.40 BROar 0.859 76 


high. * Amputation from sprouts after germination had been completed and plants were about 15 inches 
weights of each again determined (table VI, columns 3 and 5). The 
right-hand column in table VI shows the percentage of the original 
dry weight lost by the mother tubers during the period of growth. 
It is apparent that none of the varieties showed a behavior similar to 
that of Kruger. All the varieties in the present test lost a large pro- 
portion of their dry weight. Early Rose and Beauty of Hebron lost 
72 per cent of their original dry weight, and Peerless Pearl and 
Ehnola lost 85 per cent. 

It is interesting to note also in this table the data available on 
the change in fresh weight of mother tubers during the season. In 
the previous discussion of the behavior of Irish Cobbler and Bliss 
Triumph, it was pointed out that only small changes in the weight 


DENNY—MOTHER TUBER OF POTATO 107 


of the mother tuber took place, Irish Cobbler losing slightly in weight 
and Bliss Triumph gaining slightly. Table VI, columns 2 and 3, 
shows that of the varieties in this test, Green Mountain, Burbank, 
Peerless Pearl, Early Ohio, Ehnola, and McCormick showed such 
small changes that it may be doubted whether the amount of change 
is greater than the errors of measurement. Relatively large increases 
in fresh weight were shown by King Edward and Russet Rural. 
SELIBER (17) has emphasized the tendency of the tubers to gain in 
weight during the season, but in the present experiments the more 
usual tendency has been for the fresh weight to remain nearly con- 
stant. Probably the condition of the seed-piece at the time of plant- 
ing and the weather conditions during growth are important factors. 


Discussion 


It should be emphasized that the results of this series of experi- 
ments were obtained with mother tubers 28 gm. in weight. This size 
was selected because from the literature it appeared that this isabout 
the smallest size that can be depended upon to produce a plant with 
full vigor. And while in these experiments removal of mother tubers 
at midseason or later did not markedly reduce the final yield, it is 
possible that with smaller seed-pieces the influence of the mother 
tuber would have been exerted during the later periods of growth. 
Likewise, although a reduction in yield resulted from the removal of 
mother tubers after germination was complete and leaves were fully 
formed, it is possible that if large seed-pieces had been used, and if 
large supplies of stored materials had been available during the early 
stages of germination, the young plant might have become inde- 
pendent of the mother tuber at an earlier stage. Further work re- 
garding the relation of size to the stage of development at which 
contact with the seed-piece is no longer critical for growth of the 
sprout would be desirable. 

It may have been noted that the analytical data are presented 
on the fresh weight and the ‘‘per tuber” basis, but not on the dry 
weight basis. The results of the analyses in these experiments are 
peculiarly well fitted to emphasize the importance of the selection 
of the basis on which chemical analyses are calculated, and that 
erroneous conclusions may result from the use of a basis that is un- 


Io8 THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


suitable for the purpose. It is clear that in the present case the “per 
tuber’ basis is the best one to show the rate of utilization of the 
stored substances, since in this way we deal with absolute amounts. 
The fresh weight basis is nearly as good, since in this particular case 
the fresh weight of a seed-piece is nearly constant throughout the 
period of sampling. If the information in table V (showing the abso- 
lute amounts of various constituents per mother tuber), and that in 
table IV (showing the dry weight per mother tuber) is used to calcu- 
late the percentage composition on the dry weight basis, some very 
misleading results are obtained. This method of calculation shows, 
for example, that at stage 2 the starch percentage of the Irish Cob- 
blers was about 19 per cent lower than at the beginning, when as a 
matter of fact about 60 per cent of the starch had been lost by that 
time. Again, this method of calculation shows that little change in 
amino acid content had taken place between the beginning of the 
experiment and stage 3; but the mother tuber had lost, in fact, 83 
per cent of this constituent. This confusion results from the condi- 
tion that as the substances are used up the dry weight itself also 
falls, and the percentage change on this basis depends upon the rela- 
tive rate of fall of the two changing values. 

The observations (table IB, columns 1 and 2) that in midseason 
it appears possible that the Irish Cobbler plants had become com- 
pletely independent of the mother tubers, and that amputation may 
not have influenced the yield unfavorably, are not in accord with the 
observations of SIKORSKI (18) and SELIBER (17). It must be remem- 
bered, however, that they suggest the importance of the mother 
tuber as an organ for water storage, and this factor would come into 
play only in periods of drought. In the present experiments there 
was an abundance of moisture in the soil at all times, and therefore 
no opportunity was afforded to test their hypothesis. The fact that 
in the preliminary experiments removal of the mother tuber by cut- 
ting across the base of the stem with a knife, or amputating by twist- 
ing, induced wilting of the plant even under moist conditions, lends 
support to the view that the water stored in the mother tuber might 
become an important factor. 

The unfavorable effect upon the yield of Bliss Triumph which 
was obtained when the mother tubers were allowed to remain in con- 
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tact with the plant from stage 3 to stage 4 (table IB, columns 3 and 
4) may have resulted from toxic materials formed during the rotting 
of the tubers. The reports of BREAZEALE (3) and CoLtison (5) em- 
phasize the toxic effects of plant tissue during certain stages of de- 
composition. If toxic substances were formed during the rotting of 
mother tubers, the conditions for their absorption by the plant would 
be favorable because of the close connection at the base of the stem 
between the mother tuber tissue and the sap-conducting vessels. 

De Vries (6) believed that the mother tuber furnished nutrients 
to the sprout until germination was complete, after which time its 
substance was transferred exclusively to the newly developing tu- 
bers. Lupwic (11) adopts this as an argument against large tubers 
for seed-pieces, on the basis that it is not an economical method, 
since much of the starch in the large tubers merely passes out of the 
old into the young tubers, and at the end of six months is harvested 
a second time. There is evidence against these views in the results 
of the present experiments. Fig. 2 shows that at stage 2 very few 
young tubers had begun to form, and that even at stage 3 the new 
tubers were still small. The analyses (tables II and V, and fig. 5) 
show that at stage 3 nearly all of the starch and various forms of 
nitrogen had already been exhausted from the mother tuber; in fact, 
only 20-25 per cent of the original dry weight still remained, and the 
subsequent analyses showed that not much more transference from 
the mother tuber was to take place. Most of the materials destined 
to leave the mother tuber did so within about forty days from plant- 
ing, or about twenty days from the date of emergence of sprout. 
We are not justified in inferring from this that the small amount of 
substance left at this stage does not exert a considerable influence 
upon the later growth of the plant, but it suggests that this influence 
is qualitative, and not due to the quantity of starch or other ma- 
terials furnished. 

This brings up the question as to the nature of the chemicals that 
pass from the mother tuber to the sprout and strongly influence its 
growth. Are these materials merely food stuffs, or are they special 
growth-promoting substances, such as have been postulated by 
AppLEMAN (1)? The present experiments seem competent to show 
that materials ordinarily regarded as food stuffs, such as sugar, 
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amides, amino-acids, etc., are used up rapidly and disappear from 
the mother tuber, and we must assume that they constitute an im- 
portant part of the contribution made by the seed-piece. But the 
experiments are not capable of showing that special substances do 
not pass also, and that these do not exert an important function in 
regulating the use of the food stuffs that are translocated. We may 
regard the situation as analogous to that found by REED (15) in the 
twigs of lemons and other plants, in which two factors are considered 
to be operating jointly: first, stored food which (when in the proper 
condition) can support growth; second, special substances which (in 
small quantities) influence the utilization of these food materials in 
growth. RrEp speaks of them as substances which catalyze the 
growth process. In any event it is clear that the methods of 
analysis used in. my experiments are not capable of showing the 
presence of special growth-promoting substances. The use of culture 
solutions would offer a more favorable method of experimentation; 
and the results of Lupwic (11), showing the influence of salt content 
of the culture solution in modifying the rate of utilization of the 
stored foods in the tuber, are suggestive of the capacity of small 
amounts of one substance to control the utilization of a relatively 
large quantity of other substances in growth. 


Summary 


1. A series of experiments, in 1926, 1927, and 1928 is reported, 
in which the mother tubers were amputated from potato plants at 
intervals after planting, in order to observe the effect of this removal 
upon the subsequent growth and yield of the plant, and to note at 
what stage of development the young plants became independent of 
the food reserves of the seed-piece. 

2. The seed-pieces were planted in the bottoms of pots which 
were then buried in the soil; when the sprouts had reached certain 
sizes the pots were removed and inverted, exposing the mother tuber, 
which was then amputated; the pot was discarded and the well- 
rooted plant replaced in the soil. The checks consisted of an equal 
number of plants which were removed from the pots at the same time 
but which were allowed to retain the mother tubers. 

3. The mother tubers were removed at the following periods of 
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development: stage 1, when the sprouts first emerged from the soil 
and before leaves had expanded; stage 2, when plants were about 2 
inches and had leaves fully expanded; stage 3, when plants were 
about ro inches high and young tubers were forming on well-devel- 
oped stolons; stage 4, when plants had attained approximately maxi- 
mum height and were in bloom. 

4. The effect of amputation upon subsequent growth is shown 
by photographs, and by tables of the yield. Plants from which the 
mother tubers were removed at stage 1 gave a yield of tubers only 
about one-third of that of the checks; removal of the mother tuber 
at this stage was critical and many plants were not able to survive. 
The plants from which mother tubers were removed at stage 2 gave 
a yield which was about 80 per cent of that of the corresponding 
checks, but the difference in yield was significant statistically, indi- 
cating that at this stage of development the young plant has not yet 
become independent of the stored food in the seed-piece. With re- 
spect to the effect of amputation at stage 3, the two varieties used 
(Irish Cobbler and Bliss Triumph) gave different responses. In the 
case of Irish Cobbler, plants from which mother tubers were removed 
showed a reduction in yield per plant, but the odds that this differ- 
ence was significant were not high, leaving the issue in doubt. In the 
case of Bliss Triumph, the amputated plants gave a higher yield 
than the checks, indicating that contact with the mother tuber had 
been detrimental. It is suggested that this result was due to the 
rotting of the mother tubers between stages 3 and 4, with the produc- 
tion of toxic substances which were absorbed from the seed-piece at 
the base of the main stem and unfavorably influenced the subsequent 
growth. This effect was not observed in the case of Irish Cobbler 
seed-pieces, since they remained firm between stages 3 and 4. Re- 
moval of mother tubers at stage 4 produced no effect upon the yield 
of Irish Cobbler, but again the yield of Bliss Triumph was slightly 
greater with mother tubers off than with them on. The difference 
in this case, however, was not large enough to be conclusive statisti- 
cally. 

5. It appeared possible that the sprout became independent of 
the mother tuber at stage 3 (about 10 inches high). Most of the 
storage materials that were destined to leave the mother tuber had 
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already been used up. Further experiments are required to show con- 
clusively whether contact with the mother tuber at this or later 
stages is beneficial; and if so whether the advantage results from the 
transfer of the small amount of food materials still available at that 
time, or from the water storage relation existing between seed-piece 
and sprout. 

6. These experiments were carried out with mother tubers weigh- 
ing 28 gm. each. It is possible that with smaller seed-pieces the 
sprout would have remained dependent on the mother tuber for a 
longer period, and that with larger pieces amputation could have 
been carried out at an earlier period without interfering with subse- 
quent development. 

7. The amputated mother tissue was subjected to chemical 
analyses in order to determine the rate at which stored substances 
left it, and to note any correlation which might exist between the 
composition at any stage of development and the subsequent be- 
havior. A rapid loss of substance from the mother tuber was noted. 
By the time the sprout emerged, about one-fourth to one-third of the 
dry weight was lost; about one-half remained at stage 2; and at stage 
3 the mother tubers had been depleted of nearly 80 per cent of the 
original dry weight. The extent of the depletion varied with different 
lots, in different years, and with different varieties, but ranged from 
70 to 85 per cent. Starch and the various forms of nitrogen (both 
soluble and insoluble) were steadily used up; but the sugar concen- 
tration was maintained at a high level, so that, even though the dry 
weight had been reduced to a low level the sugar percentage on the 
fresh weight basis was greater at all subsequent stages than it had 
been at the time of planting. 

8. The analyses showed that different groups of nitrogenous sub- 
stances, such as insoluble, soluble, ammonia, amide, amino, basic, 
etc., were removed from the mother tuber at approximately the same 
rate. There was no evidence of one form being more readily avail- 
able for growth than other forms. 

g. Although between stages 2 and 3 the foliage was active photo- 
synthetically, large demands upon the organic substance of the 
mother tuber were made during this period. A “sparing’’ action 
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upon stored foods in the underground part because of food manu- 
facture in the tops of the plant was not noted. 
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GERMINATION AND KEEPING QUALITY OF PARSNIP 
SEEDS UNDER VARIOUS CONDITIONS: 


Hitpa C. Josrepau 
(WITH TWO FIGURES) 


Introduction 

In several ways parsnip seeds furnish especially favorable ma- 
terial for the study of the effect of storage conditions upon longevity. 
They are short-lived, and when stored in bags in a laboratory the 
vitality drops about 20 per cent during two years and 60 per cent 
during three years of storage; hence the differential effect of storage 
conditions is quite evident within two years. They withstand ex- 
treme drying without injury to their vitality, which makes it possible 
to study the effect of a wide range of water content. They germinate 
with reasonable speed over a considerable range of temperature. 

The experiments reported in this paper have been conducted for 
the purpose of finding a method by which parsnip seeds could be 
stored for several years without losing their vitality. Such a method 
would be of advantage to seedsmen in enabling them to avoid an 
annual discard of seeds left over from the previous year. It is also 
hoped that a method worked out for storage of parsnips might be 
applicable with modifications to other short-lived seeds of commer- 
cial importance, such as cabbage, onion, and a number of the conifer- 
ous seeds. 

The problems which presented themselves in connection with 
this study of parsnip seeds were mainly the following: (1) Is the seed 
material as harvested and sold by the seed grower uniform enough 
for experimentation, or do the ripe and green seeds of each shipment 
require separate investigation? (2) What are the optimum temper- 
ature requirements for the germination of parsnip seeds, and does 
the optimum germination temperature remain unchanged when the 
seeds become older? (3) What influence have moisture content, stor- 


t Contributions from the Boyce Thompson Institute for Plant Research, Inc., 
Yonkers, N.Y., published at the expense of the Institute out of the order determined 
by the date of receipt of the manuscript. 


115 


116 THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


age temperature, humidity of storage chamber, fluctuation of hu- 
midity, and aeration upon the keeping quality of the seeds? (4) In 
which way or ways do the factors mentioned under (3) influence the 
viability of parsnip seeds? 


Discussion of literature 


A number of investigations have been made to determine the 
influence of various storage conditions upon the keeping quality of 
seeds. This discussion will be limited, however, to the reports of 
Duvet (1), Heryricu (2), MAQUENNE (3), NAKAJIMA (4), and TIL- 
LOTSON (5), which bear directly on the work reported in this paper. 

The paper of MAQUENNE is the only one in which experiments 
with parsnip seeds are reported. MAQUENNE stored parsnips in 
vacuum for two years at room temperature. During this period the 
seeds retained their viability completely, while a control lot stored in 
a paper bag lost all vitality during the same period. Excessive drying, 
according to MAQUENNE, is the only way of successfully retaining via- 
bility in certain seeds, because only when the last traces of water are 
liberated from the seed under the action of the vacuum is a state of 
“supermaturation” reached. He defines supermaturation as “a new 
state of equilibrium established between the enzymes and the sub- 
stances they condense,” and speaks of it as a state of suspended life. 

Since MAQUENNE’S experiments ran only a little more than two 
years (1899-1902), it remains to be proved whether he really was 
able to produce a state of suspended life in his experimental material, 
or whether the life processes were only retarded enough to leave the 
final percentage of germination unchanged for a certain time. He 
does not give data to show whether the germination energy as well 
as the germination power remained constant. He also fails to show 
that there is no other way of storing by which vitality could be 
maintained in short-lived seeds. Since the data given are based on 
quantities of 2-4 gm. of seeds which were originally not of a very 
high quality (51 per cent of vital seeds at the beginning of the experi- 
ment), it seemed desirable to investigate the keeping quality of a 
larger number of parsnip seeds of good quality under a variety of 
storage conditions. 

Duvet (1) worked with a number of vegetable seeds, which he 


JOSEPH—PARSNIP SEEDS Ii7 


stored under various climatic conditions in different places of the 
United States, such as Mobile, Alabama; Wagoner, Indian Terri- 
tory; and Ann Arbor, Michigan. He determined the effect of various 
degrees of atmospheric humidity and temperature on the keeping 
quality of his material, and worked out different methods of packing 
and sealing seeds as a protection against the influence of high atmos- 
pheric humidities. One of his main conclusions is that ‘‘as a factor 
detrimental to vitality, moisture is of far greater importance than 
temperature.” 

DUVEL was working with atmospheres of high constant humidity 
and widely fluctuating humidities without distinguishing between 
the effects of the two. Later Toumey (6) emphasized the detrimen- 
tal effect of variations in humidity, even when the moisture content 
reached at different times was not very high, making the following 
statement: 


Even the most resistant species suffer .. . . when kept over summer in a loft 
where the moisture content of the seed is likely to vary with variations in the 
humidity of the air. 


This quotation applies to forest seeds, especially to those of the 
coniferous type, and is taken from the chapter on seed storage, which 
contains very good general information as to optimum storage con- 
ditions for various tree seeds. 

HEINRICH (2) has made significant contributions to our knowl- 
edge of the effects of storage conditions upon the vitality of seeds of 
cereal and forage crops. He determined the rate at which these seeds 
absorb water from a saturated atmosphere, also the total amount 
thus absorbed. He also found the “critical moisture content’’ for 
seed storage. With moisture content above the critical point there is 
rapid degeneration of the seeds in storage, while with moisture con- 
tent below it the vitality is little modified by a considerable period 
of storage. Discovery of the critical moisture content is one of the 
very important contributions to our knowledge of seed storage. It is 
also a fact that has been largely overlooked by later investigators. 

TrtLotson (5) shows the favorable influence of dry air-tight 
storage upon the retention of vitality by coniferous seeds. His meth- 
od avoids the injurious effects of fluctuating moisture content. He 
did not determine the exact moisture content of the seeds, but the 
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excellent keeping quality shows that they were below HEINRICH’s 
critical moisture content. 

NAKAJIMA’S experiments (4), published in 1927, are interesting 
because of the methods used for drying the seeds. In addition to 
drying over desiccating agents, he mixed quicklime or calcium 
chloride with the seeds, and varied the amount of the drying agent 
added to suit the amount of desiccation endured by the various 
seeds, thus avoiding excessive or injurious drying. He considers his 
method of controlled drying in closed chambers superior to “‘air-dry” 
air-tight storage. 

Methods and material 

In these experiments one variety of parsnip, commercially called 
Hollow Crown, was used exclusively. The supply was obtained from 
two different commercial seed firms in three shipments in the fall of 
1924, and from one firm in one shipment in the fall of 1925. The 
shipments of 1924 (no. 24266, no. 24702,and Hollow Crown Guernsey) 
were lacking in uniformity, and were therefore separated into ripe 
and green lots. The shipment of 1925 appeared to be uniform enough 
to remain unselected. The total number of seeds handled in all ex- 
periments approximated 85,000. 

All germination tests were carried out in electrically heated 
ovens, the temperature of which was automatically regulated. The 
seeds were placed on three thicknesses of filter paper in Petri dishes, 
in lots of 100 seeds in each dish. The seeds were left unsterilized 
after it had been determined that the loss, resulting from treatment 
with various concentrations of uspulun, was more severe than that 
caused by molding of the seeds. Alternations of temperature were 
effected by transferring the seeds from one oven to another, with the 
longer period (5:00 P.M.—g:00 A.M.) at the lower temperature. 

The seeds were stored in glass bottles with rubber stoppers. 
When seeds with reduced moisture content were stored, the stoppers 
were cemented in the bottles and coated with DeKotinsky cement. 
Either the germination chambers just mentioned or an ice chest 
served as storage chamber. In each chamber the seeds remained in 
darkness except for the short intervals when the doors were opened. 
The moisture determinations were made on unmacerated seeds in 
ovens at 103° C., and in a vacuum oven at 72° C. 
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Experimental results 


Before storage experiments were begun, preliminary studies were 
made with the different samples of Hollow Crown seeds: (r) to deter- 
mine the vitality and optimum germination temperature of fresh 
seeds; (2) to determine the moisture content of air-dry green and 
ripe seeds; (3) to improve the germination of green seeds by artificial 
drying. 

The vitality of ripe seeds (brown seed coats) proved to be 
superior to that of seeds not fully ripe (green seed coats). There is no 
specific optimum germination temperature for ripe or green seeds of 
recent harvest. As table I shows, they germinate equally well at 


TABLE I 


GERMINATION OF FRESHLY HARVESTED PARSNIP SEEDS; COMPLETE 
GERMINATION REQUIRED 2I DAYS IN EACH CASE 


PERCENTAGE GERMINATION AT 


Gone No. OF 
COLLECTION ame SEEDS 
192 z N EA 
(1924) I CH a= || as= 


pee TEST ts” C..| 20° C.| 27° C. See, 20° C.| 32°C 


Hollow Crown no. 24702.) Ripe 2X1I00 | 04 88 83 | Molded | 87 82 


Hollow Crown no. 23266.) Ripe ZIKTOO, Neen 95 94 | Molded }..... 04 
Hollow Crown unselected.} Ripe AD OTOO: A rrr OS: il weoraetel mei aviaiellls sheusralllats see 
Hollow Crown no. 24702.| Green | 2X100 | 70 | 35] 65 | Molded]..... 73 


Hollow Crown no. 24266.) Green | 2100 72 Hl 68 | Molded | 70 79 


constant or alternating temperatures between 15° and 27° C., while 
32° C. is too high for both kinds of seeds. 

Simultaneously with the germination tests, moisture determina- 
tions were conducted, the results of which are given in table II. 
They show that in each of the samples tested the green seeds contain 
a greater amount of hygroscopic moisture than the ripe seeds. 

Inan attempt to improve the germination of green seeds by lower- 
ing their water content to that of ripe seeds, different lots of unripe 
seeds were dried in various ways (table III). From the data in table 
III one may draw the following conclusions: (1) Germination of 
green seeds can be favorably affected by drying in a vacuum oven 
at 60° C. for four days. This result was confirmed by similar tests 
with six more series of samples. The average improvement of germi- 
nation of dried over undried seeds was 16.6 per cent. (2) There is no 
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direct relationship between water content and germination quality, 
since all green seeds with improved germination have a very much 
lower water content than ripe seeds that germinate equally well. (3) 


TABLE II 


MOISTURE CONTENT OF FRESHLY HARVESTED, AIR-DRY PARSNIP SEEDS, 
NUMBERS REPRESENT AVERAGE OF THREE TESTS 


AMOUNT OF HYGROSCOPIC MOIS- 
TURE IN PERCENTAGE OF 


METHOD OF DRYING No. OF SAMPLE Dee ee 
Ripe seeds Green seeds 
AY veruauhu yy pol Oleg eeicee eran ee Peasire each cant ele 24702 6.33 7.46 
Wacunin 72° Ge aes eerste ste oteecaincier: 24266 On13 6.50 
NGGESSIOL ALLO 4a Oemrr «eee te serie Guernsey 6.83 6.90 


The method of drying is of importance. Drying at room temperature 
or temperatures between 72° and 85° C. does not affect the germina- 
tion quality either favorably or unfavorably, while at temperatures 
above these a marked injury is noticeable. 


TABLE III 


GERMINATION OF GREEN PARSNIP SEEDS DRIED IN VARIOUS WAYS; NUMBERS 
REPRESENT AVERAGES OF FIVE TESTS WITH I00 SEEDS EACH 


ORIGINAL Rasstor FINAL PERCENTAGE 
DRY TEMPERATURE MOISTURE MOISTURE GERMINATION 
CONTENT SEE CONTENT AT 20°C. 
Windiniedsceedcuireslineeernsen etree (PED, Wi ae iy ifsts F210 
Seeds kept at room temperature for 4 
TAMOVON LOS, ho ORY WA oan anonaae 7A 2.8 4.6 64.2 
Fresh seeds dried at 60° C. in vacuum 
HIG HOE A GENES bn sands osonbuou: Fins 5.6 tO 83.0 
Fresh seeds dried at 72° C. in vacuum 
OnGn Ore 7, CENBisds ocabonnoo ave be 6.8 7.0 1.8 74.0 
Fresh seeds dried at 90° C. with access 
Olea OUTS kan ee eee oie: ith (it ee 78.0 
Fresh seeds dried at 95° C. with access 
GHA A INOS, 565 noce2cobuoonoae Ons 5.6 0.9 23.0 
Fresh seeds dried at 103° C. with ac- 
ES Ol GW DMO. oc ogouaagoder 6.8 4.2 2.6 51.0 
| 


This heat injury may be temporary only, provided the seed 
material is air-dry at the start and well ventilated during the drying. 
Table IV shows a slight temporary heat injury obtained in five sam- 
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ples of ripe seeds dried at 87° C. The seeds had completely recovered 
after one month. On the other hand, a complete destruction of via- 
bility occurs even at the optimum drying temperature of 60° C. when 
the samples are kept in sealed containers while they are heated. 
After the percentage of vital seeds in freshly harvested parsnips 
and the optimum temperature or temperature range for germination 
had been found, storage experiments were set up in order to deter- 
mine the influence of humidity, temperature, and ventilation upon 
the viability of stored seeds, and to find an improved method of 
storage. The seeds were arranged in the following series: (1) Air- 
dry seeds of known moisture content were stored in paper bags at 


TABLE IV 
EFFECT OF HIGH TEMPERATURES ON PARSNIP SEEDS KEPT IN OPEN AND IN CLOSED 
CONTAINERS; NUMBERS REPRESENT AVERAGE OF FIVE TESTS WITH 
I00 SEEDS EACH 


GERMINATION AT 20° C. 


MATERIAL DRYING TEMPERATURE CONDITION OF SAMPLE 
Immedi- |One month 
ately later 


87° C. 44 hours | Weighing bottle uncovered 84.0 96.0 


Hollow Crown 87° C. 44 hours | Weighing bottle sealed None None 
Guernsey, ripe||60° C. 44 hours | Weighing bottle uncovered 96.7 95.8 
60° C. 44 hours | Weighing bottle sealed None None 


room temperature and in an ice chest (5°—7° C.); these seeds were 
to serve as controls for the following samples. (2) Air-dry seeds of 
known moisture content were stored in tightly stoppered bottles at 
25° and at 5° C. (3) Seeds, the moisture content of which had been 
reduced to different degrees at various high temperatures, either 
with access of air or in vacuo, were stored in tightly stoppered bot- 
tles at 25° and 5° C. (4) Seeds were treated similarly to those men- 
tioned under (2) and (3), but stored at temperatures between and 
below those recorded there. This last series is still in progress and 
will be discussed in a later paper. 

When samples of seeds were taken out of the different storage 
conditions three years later, it was found that the temperature re- 
quirements for germination had changed. Green seeds from storage 
at ice box temperature showed a definite optimum germination at 
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15° C., instead of growing equally well at constant and alternating 
temperatures between 15° and 27°C. (table I). Samples of no. 
24266, for instance, which had been stored in a paper bag in the ice 
chest, showed an average germination of 84 per cent at 15° C., 74 
per cent at 20° C., and only 58 per cent at 15°-25° C. Green seeds 
stored at room temperature were all dead, so that all tests remained 
without results. 

Ripe seeds had retained part of their vitality in all storage con- 
ditions. Table V shows how the optimum germination temperature 
had changed in various lots. All samples which had retained a high 

TABLE V 


CHANGE IN TEMPERATURE REQUIREMENTS FOR GERMINATION OF RIPE 
PARSNIP SEEDS DURING STORAGE 


OPTIMUM GER- 
MATERIAL WATER CONTENT METHOD OF STORAGE MINATION TEMP- 
ERATURE (°C.) 
IRS, WES, Goce 6.33 andkOsrs RIGee een eee ae I5 or 20 
Ripe, 3 years old.| Fluctuating 6.33-5.60 Room temperature, 15-25 alt. 
paper bag 
Ripe, 3 years old.| Constant 6.13 and 6.83 Room temperature, 15-25 alt. 
sealed bottle 
Ripe, 3 years old.| Reduced to various degrees,| Room temperature, I5 
constant sealed bottle 
Ripe, 3 years old.| Fluctuating 6.33-9.10 Ice chest, paper bag 15 
Ripe, 3 years old.| Constant 6.13 and 6.83 5° C., sealed bottle I5 
Ripe, 3 years old.} Reduced to various degrees,| 5° C., sealed bottle as 
constant 


percentage of vitality (as may be seen from tables VI and VII) 
germinated best at 15° C., while seeds of lower vitality (tables VI 
and VII) needed alternation of temperature. 

Tables VI-VIII show the decrease in germination of the various 
samples under different storage conditions during the first three 
years of storage. 

The effect of storing seeds in paper bags where they are exposed 
to variations in atmospheric humidity and temperature is shown in 
table VI. Ripe seeds retained their viability much better when 
stored in an ice chest as compared with laboratory storage, in spite 
of the high humidity in the ice box, which increased the moisture 
content of the seed considerably. Green seeds lost their vitality 
faster than ripe seeds under the same cool and humid conditions. 

A storage of air-dry seeds in sealed containers under similar 
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temperature conditions proved very unfavorable at high as well as 
at cool temperatures (table VII), which shows that fluctuations in 
TABLE VI 


Loss OF VITALITY IN VARIOUS COLLECTIONS OF PARSNIP SEEDS DURING STORAGE 
AT ROOM TEMPERATURE AND IN ICE CHEST IN PAPER BAGS 


a CaS 
fi a/R 
Zz oe Q 8 
No. oF 8 {Lenora or ag 2 é8 Be 
COLLECTION SEEDS = STORAGE | STORAGE TEMPERATUTE | <& Seb) as 
USED 5 PERIOD fe | eae! gs 
a oI g 3 g Al Be 
a on Om g = 
£ a A a & & PS ee 
1 A = a Ay fe} 
Hollow Crown paula, cy) Maier), Na Sigeclale, | Stn Onc esp mina Aeeecae ae 94.0 20 |None 
ripe, NO. 24202,|)3 X 100] 5.60 | 2 years | Room temperature | 72.3 20 20.6 
TO2A cslclaue erste 4X00] 5.60 } 3 years | Room temperature | 58.0 | 15-25] 39.3 
Hollow Crown LD GG. 9}| Note || WL Nites sled een, ane ore, anes 95.0 | 20 | None 
ripe, no. 25266,|; 3X 100] 9.10 | 2 years | Ice chest 87.0 20 8.5 
UGA cieisn sje < 4X100] 9.10 | 3 years | Ice chest 84.0 15 DEO 
Hollow Crown 2X00] 6.5 Pres hue or pact ects Sots 77.0 | 20 |None 
green, no. 3XI00] 8.8 2 years | Ice chest 54.0 20 29.9 
24266, 1924...|\4X100} 8.8 3 years | Ice chest 460.0 I5 40.4 
Hollow Crown ZO TOO| OV Or mR MES ID NUE Nelscctays aie aieyeieveus suey 94.0 | 20 |None 
unselected, 3X00} 8.6 rt year | Ice chest 90.3 20 4.0 
TGV Gey ore lotetictors [4X 100] 8.6 2 years | Ice chest 78.0 I5 yj 


TABLE VII 
KEEPING QUALITY OF PARSNIP SEEDS WITH ORIGINAL WATER CONTENT STORED 
IN TIGHTLY STOPPERED BOTTLES AT VARIOUS TEMPERATURES; 
4X100 SEEDS USED IN EACH GERMINATION TEST 


Art optimum | PERCENTAGE 


LENGTH OF STORAGE : - i 
MATERIAL DESCRIPTION STORAGE |TEMPERATURE pb ahs aed ieee ue ee 
PERIOD (7C.) On }, 
Hollow Crown ripe, no. Migesloy” | aA ecenercte aie 88.0 ot Woden ap otsc 
24702, 1924 moisture 2 years 25 22.0 20 75 
COmbents0 233 /gEeeee = 3 years 25 INOMe Tg mlepetee chee ae 100 
res Ian tents a 95.0 ZO. 11) |S ascaate etre 
Hollow Crown ripe, no. 6 months 25 97.0 20 None 
24266, 1924 moisture 2 years 25 60.7 20 B77 
content Ons greece 3 years 25 48.0 15-32 50.6 
3 years 5 54.0 15 47-4 
Serene : 20 Rae hi a 
Hollow Crown green, no. |] >Met. |g: ee ae ees ook ge 
perro oe 3 years 25 INOW like aoneoeas 100 
. OAs UP a 3 years 5 IN One ageel|eaeyaeverstan 100 
Se FUORI eels  Minnaoer deer .0 BOER tierce ey 
Hollow Crown ripe, Guern- ame 26 ee os a 
ee ee eee 3 years 25 10.0 D2 85 
ContentiOrss 7oeeee cera: 3 years F ov 1s 83 
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humidity and constant atmospheric moisture are less injurious to 
seed vitality than lack of ventilation for seeds of ordinary moisture — 
content. There is an indication that the critical moisture content 
found by Heryricu (2) for his seeds is somewhat below 6.13 per cent 


TABLE VIII 
KEEPING QUALITY OF SEEDS WITH REDUCED MOISTURE CONTENT STORED IN 
TIGHTLY STOPPERED BOTTLES AT VARIOUS TEMPERATURES; 4X 100 
SEEDS USED FOR EACH GERMINATION TEST 


5 3 Hips: 
ee | [155 
z 8 x, | 4 8 
DESCRIPTION Bie DeNets 5 ge | = 5 PERCENTAGE 
OF TREATMENT is aR ee < as mae || eco 
MATERIAL 5 2) Be z g | g & | VITALITY 
A PERIOD =z 2 a | gy 
58 § Q & a as & a 
a Geet alle tO: cas 
WP | INGE | o6 55% 83.0 | 20 None 
F ° Lee] aleeayeatcl amas 67.5 | 20 | 18.7 
Ser Dried 4 hours 90° C. r.27 | 3years| 2s s9.0| 15 | 29 
anak ae 0.60 | 3years) 5 | yo.o| 15 | 15.7 
AeA ae Dried 24 hours 72° |(;.7 | None |...... 61.0 | 20 None 
C. in vacuo £7 |) 2 years|) 25 76.0 | 20 | Improved 
way) || Bacar Os 75.0/ 15 | Improved 
nA If INGE Il ao soe 60.0, 20 | None 
’ S|) aye) Py || Serco) || Brey 1) ay 
Dried 1 hour 92° C. 1.25 | 3years| 25 | 30.5| 15 | 34.2 
1.60 | 3 years 5 47.5 | 15 20.8 
on4or| None |v. 80.0 | 20 None 
ann Crown 0.40 | 2years} 25 | 69.0] 20 | 13.8 
a ee Dried 2 hours 92°C. |)o.40 | 3 years} 25 50.0) | ES 7S 
1924 of 0.60 | 3 years 5 77-0 | 5 | 3.8 
te: 0.40 | None |......| 84.0| 20 | None 
Dried 4 hours 92° C. |)9-49 | 2 years) 25 75-5 | 20 ate} 
0.40 | 3 years] 25 O4RO NTS sears 
ONG On| INORG is nem 72.5 20 | None 
Dried 6 hours 92°C. |Jo.50 | 2 years} 25 73.0 | 20 | None 
0.50 | 3years|} 25 | 69.0] 15 | None 
©.10 | 3 years 5 71.0| 15 | None 


in ripe parsnip seeds, since seeds with this moisture content keep 
almost as well as artificially dried seeds of a much lower water con- 
tent. The keeping quality decreases rapidly, however, with an in- 
crease of hygroscopic moisture above 6.13 per cent. Again, green 
seeds show a greater sensitivity than ripe seeds. 

The data in table VIII show that the unfavorable influence of 
lack of ventilation is avoided if the water content of the seeds is 
reduced by artificial drying. For green seeds the last method of 
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storage seems to be the only favorable one. It excludes fluctuating 
and high atmospheric humidities, to which green seeds have eon 
shown previously to be very sensitive. 

The fact that ripe seeds also retain their viability better when 
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Fic. 1.—Rate of germination in ripe and green parsnip seeds at constant and 
alternating temperatures immediately after harvest. 


stored artificially dried under exclusion of air is shown by a com- 
parison of data in tables VII and VIII. 

In addition to the loss in percentage of germination and a shifting 
in the optimum germination temperature, a slower rate of germina- 
tion can be noted in stored seeds as compared with freshly harvested 
materials (figs. 1 and 2). 

The germination rate in fresh seeds is highest during the first nine 
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days and decreases slightly during the following days. Germination 


is complete after the first fifteen days. The curves for green and ripe 
seeds are similar in shape, and those for alternating and for constant 
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Fic. 2.—Rate of germination in parsnip seeds after three years of storage at room 
temperature and in ice chest with access of air. 


temperatures run close together in both kinds of seeds. After three 
years of storage, however, curves plotted from similar tests have a 
very different form. For the first six to nine days the rate of germina- 
tion is very low, but rises considerably during the following ten days. 
In seeds of well preserved vitality, such as ripe seeds stored in the 
ice chest, the optimum percentage of germination is almost reached 
at the end of this second period, which means that complete germina- 
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tion is reached after approximately twenty days, five days later than 
in freshly harvested seeds. In seeds of lower vitality, however, such 
as ripe seeds stored at room temperature or green seeds, germination 
proceeds slowly for more than one month, the highest percentage 
being reached only after forty days. It is also noticeable that the 
curves obtained from tests with stored seeds lack in regularity as 
compared with those obtained from experiments with new seeds. 
This may be due partly to infection by molds, to which stored seeds 
seem more susceptible than new seeds, but it may also be due to 
irregularity in absorption of water by stored seeds. In this respect 
the very low percentage of germination obtained in all stored seeds 
during the first six days is of special interest. Even-seeds of high 
vitality, such as ripe seeds stored in the ice box, show this decrease 
in the rate of germination during the first few days. Later the factor 
which causes this retardation apparently is overcome, and the rest 
of the curve has the same shape as that for fresh seeds. In seeds of 
lower vitality, however, the rate remains low throughout the germi- 
nation period. 
Discussion 

A comparison of the experimental results reported here with 
those obtained by MAQUENNE (3) shows that there are several ways 
of retaining vitality in parsnip seeds besides the one used by Ma- 
QUENNE. The writer was able to obtain almost equally good germi- 
nation (94 and 90.3 per cent) in two consecutive years with parsnip 
samples of high quality stored under conditions which permit the 
continuation of metabolic processes (table VI). The writer has also 
been able to improve the vitality in green seeds during a period of 
three years (61-75 per cent germination) by storage at reduced mois- 
ture content after drying with artificial heat (table VIII). These 
storage conditions also did not exclude all life processes. It appears, 
therefore, that parsnip seeds can retain their vitality under certain 
storage conditions without being transferred to a state of “‘super- 
maturation” for at least as long a period as has been used by 
MAQUENNE in his experiments. — 

In agreement with the results of Duvet (1), it was found that 
temperature and humidity are the main factors to be considered in 
parsnip storage; that they are closely dependent upon each other in 
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their effect on seed viability; and that humidity is the more impor- 
tant of the two. 

These facts should be taken into account by nurserymen and 
foresters when they have to store short-lived seed material. At the 
present time seed growers suffer great losses from an annual discard 
of seeds which they are unable to sell after the first winter of storage, 
and foresters find it difficult to hold over a part of their harvest of 
short-lived fir and pine seeds from one year to another. Since most 
firs and pines are biennial or periodic bearers, and good harvests are 
therefore obtained only every second year or at longer periods, it is 
hard to find enough seed material of good quality for yearly plant- 
ings. 

With a knowledge of the exact amount of moisture which may be 
retained in a seed at available storage temperatures without serious 
injury to seed vitality, it will be much easier for seed growers to store 
seeds with minimum loss of vitality for several years. For parsnip 
seeds this ‘‘critical moisture content” for ordinary room tempera- 
tures has been determined to lie below 6.13 per cent. With a hygro- 
scopic moisture of more than 6.13 per cent the keeping quality of 
the seeds decreases markedly. 

The main symptoms of devitalization, aside from a gradual loss 
in percentage of germination, are retardation in rate of germination 
and need of temperature alternations for germination. DUVEL, who 
has also noticed a decreasing rate of germination in his dry storage 
material, concludes that the seed coat must become impermeable to 
water and retard the absorption of moisture necessary to germina- 
tion. This is not the case in parsnip, however, because the same 
retardation in germination rate can be observed when the dried seed 
coats are broken before the seeds are placed in the germination 
chamber. 

Various other possible causes for slow devitalization in dry stor- 
age have been suggested by other workers, such as a colloidal re- 
arrangement of substances.in the embryo or a gradual denaturing of 
protoplasmic cell contents, but the experimental proof for these 
theories has not yet been obtained. 
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Summary 

1. In germination tests conducted shortly after harvest, well- 
ripened brown seeds give better germination than green seeds. 

2. The germination of green seeds can be improved through 
artificial drying at 60° C. in vacuo for four days. 

3. There is no definite optimum germination temperature for 
freshly harvested seeds, constant and alternating temperatures be- 
tween 20° and 27° C. being equally favorable. 

4. With increasing age, parsnip seeds stored under unfavorable 
conditions require a temperature alternation of 15°—25° C. for germi- 
nation, while seeds stored under conditions favorable to the reten- 
tion of vitality germinate best at 15° C. 

5. Stored in paper bags at room temperature, ripe parsnip seeds 
lose their vitality at a rate of 20 per cent during the first two years 
and approximately 60 per cent during three years of storage, when 
the moisture content of air-dry seeds is 6.33 per cent in the beginning 
and 5.6 per cent at the end of the storage period. 

6. There are various ways by which the keeping quality of seeds 
may be improved. At a temperature of 5°-7° C. in an ice box the 
seeds keep for a considerably longer period, although their moisture 
content increases in the moist atmosphere of an ice box to more than 
1.5 times that of seeds stored at room temperature (9.1 as compared 
with 5.6 per cent). 

7. If the seeds are dried carefully and thoroughly, either for 
twenty-four hours in vacuo at 72° C. or for four to six hours at go° C., 
to a moisture content of 0.40 to 1.7 per cent, their viability remains 
high even if they are stored at room temperature. To insure a con- 
tinuous low moisture content, seeds treated in this way have to be 
kept in air-tight storage. The “‘critical moisture content” of parsnip 
seeds lies somewhat below 6.13 per cent. 

8. Seeds which are not artificially dried cannot be stored under 
exclusion of air without losing their vitality very rapidly. Although 
a low storage temperature retards the death rate of unaerated moist 
seeds, it does not remove the injurious effect of lack of ventilation. 

g. In advising practical storage methods for parsnip seeds, three 
methods of storing are suggested: (1) Storage at ice box temperature 
(approximately 5° C.) with frequent stirring of the seeds to secure 
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good ventilation; with this way of handling, even a very high atmos- 
pheric humidity is of little importance to the keeping quality of the 
seed. (2) When a higher storage temperature has to be used, a 
thorough drying of the seeds (go° C. for four to six hours) and a 
subsequent air-tight storage in sealed containers insure good keeping 
quality. (3) Optimum keeping quality should be obtained where 
artificially dried seeds are stored air-tight at low temperatures. 


Boyce THOMPSON INSTITUTE FOR PLANT RESEARCH, INc. 
YonkKERS, N.Y. 
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CHEMICAL CHANGES INDUCED IN POTATO TUBERS BY 
TREATMENTS THAT BREAK THE REST PERIOD! 


F. E. DENNY 


INTRODUCTION 


In previous articles (2, 3), it was shown that treatments with sodium 
thiocyanate and ethylene chlorhydiin shortened the dormant period of 
freshly harvested tubers of Solanum tuberosum L. and induced early 
sprouting, growth of buds becoming distinctly visible in about five to 
seven days. The experiments here reported upon were undertaken to 
determine what chemical changes accompanied this resumption of growth 
in dormant buds, and to note how soon after the treatments these chemical 
changes occurred. 

Samples of treated and check tissue were taken at intervals after treat- 
ment, starting as early as 48 hours, and extending up to six days, at which 
time sprouts I-2 mm. in length were often obtained. Sampling was not 
continued beyond this stage since the object was to study only the early 
stages of growth following the breaking of dormancy. 

The most noteworthy changes observed were (1) an increase in sucrose 
in the treated tissue, and (2) an increase in solids soluble in 50-percent 
alcohol. These changes were found to occur within at least 48 hours after 
the end of the period ot treatment. Sampling would need to begin at an 
earlier period than was adopted in this series of experiments in order to 
ascertain how much sooner after treatment these changes started. 

Since a previous experiment (4) with lilac (Syringa vulgaris, L.) had 
shown that dormancy was localized narrowly in the buds, samples of the 
eye-tissue in the potatoes were collected separately from the rest of the seed- 
piece, and the analyses were compared with those obtained from the tissue- 
not-at-eye. It was found that these changes in sucrose and soluble solids 
occurred in both types of tissue, but that the changes were greater in the 
tissue-at-eye than in tissue-not-at-eye. 


METHODS 


Treatment of Tissue and Collection of Samples 


The experiments were arranged to furnish comparable samples of 
treated and check tissue at various intervals after treatment. The tubers 
1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 


date of receipt of the manuscript. 
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were cut into pieces approximately 28 grams in weight, each seed-piece 
having one eye only. For each pair of samples to be taken after treatment 
about 700 seed-pieces representing about 175 tubers were used; the number 
of tubers involved in any single experiment, therefore, ranged from about 
175 to 525. The seed-pieces were divided into two lots, one lot being 
treated with the chemical (either by the dip-method using ethylene chlor- 
hydrin, or by the soak-method using sodium thiocyanate), and the other 
lot being the check (dipped or soaked in water instead of chemical). The 
treated potatoes were then planted in the soil in flats and allowed to stand 
until a subsequent period at which time a sample of about 350 pieces each 
of treated and check lots were removed, and tissue taken for analysis. 
It will be noted in tables 1 and 2 that sampling began 48 to 72 hours after 
treatment and extended up to 144 hours; the number of consecutive samples 
obtained varied with the different lots; usually only one was obtained, but 
in some cases two were taken, and from one lot three successive samples 
(two, four, and six days after treatment) were available. 

After the seed-pieces were removed from the soil they were wiped with 
a moist rag. In obtaining samples of eye-tissue a chip of tissue just above 
the sunken eye was cut off and discarded, leaving a smooth, level surface 
with the eye in the center; the eye was then picked out with a sharp knife, 
about 0.1 gram of tissue being removed in this process; two samples (25 and 
10 grams each) were obtained at each sampling period. In removing the 
eye tissue a certain amount of the surrounding tissue was included, but care 
was taken to include approximately the same amount of this adjacent 
tissue in different samples, success in this respect being attained by weighing 
a number of the eye-pieces occasionally, and noting whether the average 
weight checked closely to 0.1 gram. 

After the eyes were removed the rest of the seed-piece was sampled 
for tissue-not-at-eye as follows: the skin and the suberized surfaces were 
trimmed off by the removal of a thin layer, and the tissue was then chopped 
finely in a wooden bowl. Two samples for moisture were weighed out and 
two samples (100 grams each) were taken for the subsequent analyses. 


Analytical Methods 


The weighed samples of tissue were dropped into boiling alcohol, the 
amount of alcohol being adjusted to give a final concentration of about 
70-percent alcohol, taking into account the moisture in the tissue. The 
tissue was stored for subsequent analyses in this concentration of alcohol, 
but when the analyses were begun, water was added to make the alcoholic 
concentration 50 percent by volume. The procedure in extracting the 
tissue and in carrying out analyses of the soluble and insoluble fractions was 
the same as has been described in a previous paper (5), except with respect 
to the determination of starch. In the present experiments starch was 
estimated by the Walton and Coe (7) method which eliminates interfering 
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polysaccharides, and which therefore gives a more dependable value for 
the starch content. The moisture percentage that was obtained from 
samples of the tissue-not-at-eye was used in the calculations. At the time 
of obtaining the tissue-at-eye samples, tissue could not be spared for separate 
determinations of moisture. Subsequently it was found that eight of the 
tissue-at-eye samples in alcohol could be used for making a comparison of 
the moisture-at-eye with that in the balance of the seed-piece by evaporating 
down to dryness the sample of eye-tissue stored in alcohol, and weighing 
the residue. In six of the eight cases the eye-tissue showed a lower water 
content, the decrement averaging 0.6 percent of the moisture content 
found in the corresponding not-at-eye tissue. 


Varieties and Source of Tubers 


Three varieties were included in the tests: Bliss Triumph, Irish Cobbler, 
and Garnet Chili. The tubers for lots nos. 1 and 4 (see column 1 in each 
table) were obtained from Bermuda through the courtesy of the Bermuda 
Department of Agriculture; those for lots nos. 2 and 3 were supplied by the 
Everglades Experiment Station of the University of Florida; those for 
lots 6 and 8 were furnished by the Office of Horticulture of the United 
States Department of Agriculture; and the tubers for the other lots were 
obtained from the Institute gardens. 

Seed-pieces representing the treated and check lots in each experiment 
were planted in soil in boxes for later observations regarding the effects of 
the treatments upon the rate of germination. In all cases the treated 
tubers germinated sooner than the checks, the difference being less pro- 
nounced, however, for lots no. I and 11. Photographs of the treated and 
check lots were obtained at later stages of growth but these are not published 
for the reason that they are not essentially different from photographs 
published in previous articles (2, 3). 


RESULTS 


The results of the chemical analyses are given in tables 1, 2, and 4, 
the data being given as percentages of the fresh weight of the tissue. Table 
1 shows the results with the tissue taken at only the eyes of the potatoes. 
The most noteworthy difference in composition between treated and check 
lots is shown by the figures for sucrose in column 9. There are 13 samples 
available for comparison and in each case the sucrose of the treated lot is 
higher than in the corresponding check. This is true even of the samples 
taken only 48 hours after the end of the treatment. 

The sucrose determinations were carried out mainly by the use of 
hydrochloric acid as the inverting agent (see I, p. 95), but in some cases 
the results obtained in this way were checked by the use of the enzym 
invertase. “Since the results by the two methods were in agreement it 
seems likely that the increase in reducing power was due to the presence of 
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sucrose in the original solution. However, the possibility of the presence 
of other substances, such as glucosides, from which increased reducing 
power could result during the procedure used, has not been excluded with 
certainty in these experiments. 

The solids soluble in 50-percent alcohol also show increases in the 
treated lots in all cases except in lot no. 4 (see column 5, table 1). The 
reducing-sugar data do not show consistent differences between treated and 
check samples (see column 7, table 1); in eight out of 13 comparable pairs 
the reducing sugar was higher in the treated lots, but in four of the cases it 
was lower. The reducing sugar results were too variable in these tests to 
justify a conclusion as to the behavior of this constituent during the period 
shortly after the chemical treatments. A decrease in starch in the treated 
tissue was observed in 12 out of the 13 cases (see column 11, table 1). The 
change in starch is small, however, and the behavior of lot 2 in showing an 
apparent increase in starch in the treated lot indicates that further study 
should be made. In particular other polysaccharides besides starch may be 
important and a quantitative determination of each group should be 
made. 

The analyses of the nitrogenous substances soluble and insoluble in 50- 
percent alcohol are shown in table 1, columns 13 to 16. The data are not 
consistent enough to permit a conclusion as to the effect of the chemical 
treatment upon the nitrogenous materials. In most cases the soluble 
nitrogen was found to be greater in the treated lots than in their corre- 
sponding checks. But these increases in soluble nitrogen have not been 
definitely correlated with decreases in the insoluble nitrogen. In view of 
these facts it seems undesirable to attempt an interpretation of the data on 
the nitrogen-containing compounds at the present time. The present 
experiments indicate that the changes in carbohydrates have been greater 
than those in the nitrogenous groups. 

The analyses of the samples of tissue-not-at-eye are shown in table 2. 
The lot numbers used in table 2 refer in each case to the corresponding 
lot numbers in table 1, and therefore refer to the same sample of tubers. 
In addition five other analyses were available for this type of tissue, making 
18 different samples (from 13 different lots of tubers) that are available for 
the comparison of treated and check tissue. 

The differences observed for tissue-not-at-eye (table 2) are qualitatively 
the same as those for tissue-at-eye (table 1). Here again the outstanding 
changes are shown by the sucrose and soluble solids data (see table 2, 
columns 9 and 5). In each case the cane sugar percentage was greater in 
the treated tissue than in the check, and although the gain in soluble solids 
is not so great as that for the cane sugar the data are consistent and con- 
vincing. The reducing sugar values do not show consistent differences 
between treated and check lots, and the situation with respect to nitrogenous 
substances is about the same for the tissue not-at-eye as for tissue-at-eye. 
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The differences in starch between the treated lots and their corresponding 
checks are not fully consistent in the various lots (see table 2, column Pl); 
eight samples showing decreases in starch and three showing increases. 
However, the average percentage decrease is significant statistically by 
Student’s (6) method. 


Percentage Change of Sucrose, Soluble Solids, and Starch 


In order to show the amount of change observed with respect to sucrose, 
soluble solids, and starch, the increase or decrease of the treated lots was 
calculated as a percentage of the corresponding check lot, and these data are 
shown in table 3. The results with the tissue-at-eye are shown in columns 
3, 4, and 5, and those with the tissue-not-at-eye in columns 6, 7 and 8. 


TABLE 3. Percentage Change in Chemical Constituents at Intervals After Treatment 


Difference Between Treated and Check Lots Expressed as Percentage of the Check. 
(+) = Increase in Treated Lot; (—) = Decrease in Treated Lot 


Days 

Lot After Samples of Tissue Taken Samples Taken from Tissue- 

No. Treat- at Eye Only * not-at-eye ¢ 

ment 
Soluble § Sucrose Starch Soluble § Sucrose Starch 
Solids % % % Solids % % % 
I 5 27 sma hilS Sane + 9 + 61 —4 
2 5 3 +183 = 3 +10 a) SL +5 
3 2 +27 4+- 83 j ciel + 64 —4 
4 5 to) + 40 = (8) =P S = KO 3 
5 2 5 oy! +289 = 10 4 7 58 =¥ 
4 +26 +175 == iil +41 ae yl —2 
6 3 +25 +288 = 2 +16 +164 +3 
7 2 + 6 + 66 — 6 ap B -+ 60 6 
a 25 +271 = A Si) +288 a, 
8 3 +38 +244 — 2 +41 +120 —3 
9 2 +13 +126 —27, = 9 + 83 fe) 
4 +18 aay 240) +19 +140 —8 
10 2 +26 + 86 — 9 + I + 65 (0) 
Average +20 +177 — 8.0 +14 + 96 —2.3 


Note: Lot numbers, varieties, and chemical treatments correspond to those in tables 


I and 2, 
* Tissue-at-eye obtained by removing approximately one-tenth gram of tissue at eye 


of seed-piece (see text). 

+ Tissue-not-at-eye obtained by peeling the seed-piece after removal of eye-tissue and 
taking the sample after mincing the tissue. 

§ Solids soluble in 50-percent alcohol (by volume). 


Table 3 (columns 4 and 7) shows that the percentage increase in sucrose 
is consistent with respect to the various samples, and surprisingly high in 
value. To asomewhat less extent this difference was true also with respect 
to the solids soluble in 50-percent alcohol (see table 3, columns 3 and 6), 
all comparable pairs but one showing a greater amount of soluble solids in 
the treated lots. The differences in starch were not found to be so great 
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numerically nor so consistent in the different lots, but the observed average 
decreases in starch in the treated lots are statistically significant. 

Table 3 also permits a comparison of the differences between tissue- 
at-eye and tissue-not-at-eye with respect to the amount of change in 
chemical composition. This comparison is interesting in view of the 
results previously reported for lilac (4) in which it was shown that the 
dormancy was localized narrowly in the bud. If this is true of potatoes 
also, we should expect the changes in composition to be greater in the 
tissue-at-eye than in tissue-not-at-eye. The sucrose changes in table 3, 
columns 4 and 7, show that the cane sugar in the eye-tissue of the treated 
lots was 177 percent higher than in the corresponding checks, while the 
increase in tissue-not-at-eye was 96 percent.. By Student’s method of 
estimating the significance of differences it can be shown that the odds are 
about 400 to I that the sucrose change was greater at the eyes than at 
the rest of the seed-piece. The difference between the gains at-eye as 
compared with not-at-eye is less for the solids soluble in 50-percent alcohol 
(table 3, columns 3 and 6) but, using the same method of statistical com- 
parison, odds of 27 to I are obtained that the increase is greater in the eye- 
tissue. In a similar manner the starch analyses (see table 3, columns 5 
and 8) show that the samples of the tissue-at-eye in the treated lots were 
8.0 percent lower in starch than their checks, while for tissue-not-at-eye 
the treated lots averaged 2.3 percent lower in starch; calculations by 
Student’s method show odds of 60 to 1 that the decrease in starch was 
greater in the tissue-at-eye than in tissue-not-at-eye. 

These results corroborate the view that the initial changes take place 
at least in the vicinity of the bud, if not in the growing-point itself. 


Effect of Treatment Upon Different Forms of Soluble Nitrogen 


In addition to the determinations of the soluble and insoluble forms of 
nitrogen shown in tables 1 and 2, some experiments on the forms of nitrogen 
present in the soluble portions were carried out. Aliquots of the 50- 
percent alcoholic extract were used and the results are given in table 4. 
It will be seen that no consistent differences between treated and check 
lots were found, the agreement between the two being in most cases good. 
There is some evidence in table 1, column 15, that the soluble nitrogen 
increased at the eyes after treatment, but the data in table 4 do not show 
increases for any of the forms of nitrogen for which analyses were made. 
Experimental work relating to other forms of nitrogenous substances in 
the soluble portion would be desirable. 


Chemical Composition of Tissue-at-eye as Compared 
with Tissue-not-at-eye 
The analyses in tables 1 and 2 permit a comparison of the chemical 
composition of the eye-tissue with that of the tissue represented by the 
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rest of the seed-piece. In order to make clear the differences that exist 
between the composition of the tissue in these localities in the tuber, table 5 
has been prepared, in which only the check tissue data in tables I and 2 
were used for making the comparison. The difference in percentage 
composition of tissue-at-eye and tissue-not-at-eye has been expressed as a 
percentage of the value of the tissue-not-at-eye. In this connection it 
should be borne in mind that the eye-tissue referred to in this experiment 
consisted of samples obtained by picking out the eyes of seed-pieces, taking 
about one-tenth gram of tissue at each eye (necessarily taking some of 
the surrounding tissue along with the eye itself), while the tissue-not-at-eye 


TABLE 5. Comparison of Tissue-at-eye and Tissue-not-at-eye with Respect 
to Chemical Composition 


Difference Between Tissue-at-eye and Tissue-not-at-eye Expressed as Percentage of 
Tissue-not-at-eye. (+) = Tissue-at-eye Higher than Tissue-not-at-eye; 
Days (—) = Tissue-at-eye Lower than Tissue-not-at-eye 
Lot after 
No. Treat- 
ment pone Beuere de Starch Tesclable eorule 
% % a % % 
I 5 fo) eee 5 mee) 17 +108 —27 
2 5 +16 tas + 4 7 eRe. —34 
3 2 oe = 17 = 1 = 5 + 48 25 
4 5 125 a make —23 “see 52 —29 
5 2 +27 =|-310 —44 ey ae =31 
4 +33 +230 = a 3 = 
6 3 34 Se iS) —2 ike) a2 2 15 
7 2 20 + 65 + 5 =) + 42 aie 
5 +19 ae +65 =i) a 88 +10 
8 3 +38 ae Si —I2 —16 se Ail SDS 
9 2 +20 + 67 =) = 15 => 60 27 
4 + 8 + 54 —49 + 9 + 50 —26 
10 3 --12 23 —25 = & ap 28) oe 
Average +22 + 52 — 7 = + 47 = 9 


Note: Lot numbers, varieties, and treatments correspond to those in previous tables, 


is represented by the rest of the seed-piece (about 25 grams of minced 
tissue). The values for the composition of the not-at-eye portion, therefore, 
are such values as one would obtain in an ordinary analysis, since the 
comparatively small amount of eye-tissue (0.1 gram per seed-piece) would 
not have much influence on the total value. 

The values given in table 5 show the amounts in percentages by which 
the eye exceeds the rest of the seed-piece if the plus sign (+) is given, or 
the percentage decrement if the minus sign (—) is given. 

It will be seen from table 5, columns 3 and 7, that the soluble solids 
were about 22 percent, and the insoluble nitrogen was about 47 percent, 
higher in the eye-tissue than in the rest of the seed-piece. The starch, 
however, was about 7 percent, and the soluble nitrogen about I9 percent, 
lower at the eye-tissue as compared with the not-at-eye-tissue. The 
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reducing sugar difference shows a value of 52 percent increase for eye- 
tissue over not-at-eye, but the variations in this constituent were so large 
that the results on this point are left in doubt. 

The data in table 5, column 5, indicate that the cane sugar is about a 
percent lower in the eye-tissue than in the rest of the seed-piece, but when 
the variation in different lots is taken into account this difference is not 
found to be significant statistically. But if the sucrose data for the treated 
lots in tables 1 and 2 are considered from the same viewpoint, it is found 
that sucrose was about 35 percent higher in the eye than in the balance of 
the seed-piece, and this difference is significant statistically. This fact 
emphasizes the fact previously established: that the most striking effect of 
the chemical treatment is to cause a large increase in sucrose, especially 
in the vicinity of the eye. 

Table 5 shows that the composition of the eye-tissue differs from that 
of the rest of the seed-piece, at least with respect to certain constituents, 
especially starch and nitrogenous substances. But the data do not show 
how steep is the gradient of change in composition from the eye inward 
toward the pith, and laterally toward other localities in the cortex. Infor- 
mation on this point would be desirable in arranging to take samples of eye- 
tissue for it would show whether great care would need to be taken in exclud- 
ing the tissue adjacent to the eye as completely as possible. It would be 
possible to obtain samples of eye-tissue that included less of the adjacent 
tissue than has been done in these experiments if it were necessary, especially 
if determinations of only certain chemical constituents were made. 

It is possible that this difference in composition of tissue-at-eye and 
tissue-not-at-eye has been a factor in these experiments, and that certain 
inconsistencies of the data are the results of having included in the sample 
more or less of the adjacent tissue in one or the other of the samples of 
comparable pairs. 

SUMMARY 

1. Previous experiments had shown that treatments of dormant potato 
tubers with ethylene chlorhydrin (CICH:CH,OH) and sodium thiocyanate 
(NaSCN) were effective in breaking the rest period, and these experiments 
were undertaken to determine what chemical changes are induced in the 
tissue shortly after the application of the treatments. 

2. The chemical composition of treated and check tissue was determined 
at intervals of 2, 3, 4, 5, and 6 days after treatment, the comparisons not 
being carried beyond the stage at which sprouts became visible. 

3. A partial localization of the changes within the tuber was obtained 
by making separate analyses of the tissue-at-eye (obtained by picking out 
about 0.1 gram of tissue from each of about 350 seed-pieces at each sampling 
period) and of the tissue-not-at-eye (obtained by peeling the seed-pieces 
after removal of eye-tissue and sampling the remaining tissue after mincing). 

4. The most noteworthy difference in composition between treated and 
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check tissue was in the sucrose content. The treated tissue in every case 
was higher in cane sugar than the corresponding check, the increase over 
the check being about 100 percent. 

5. Other important differences observed were: (a) an increase in the 
solids soluble in 50-percent alcohol, the increase in the treated lots over 
the checks being about 15 to 20 percent; and (4) a decrease, amounting to 
2 to 8 percent, in the starch content. 

6. These changes were found to have occurred at least within 48 hours 
after the treatments were applied. 

7. The changes were found to be greater in the tissue-at-eye than in 
the rest of the tissue in the seed-piece, corroborating previous observations 
that dormancy is localized in the bud tissue, and suggesting the probability 
that the very first changes occur in the growing-point itself. 

8. The other constituents for which analyses were obtained, 7.e., reducing 
sugars, insoluble and soluble nitrogenous substances (50-percent alcohol 
being the solvent), ammonia, amides, amino acids, basic and non-basic 
nitrogen, did not show consistent differences between treated and check 
tissue. 

9. No difference between the moisture content of treated and check 
tissue was observed. 

10. The composition of the tissue-at-eye was found to differ from that 
of the tissue-not-at-eye with respect to certain constituents. The tissue- 
at-eye was higher in soluble solids and insoluble nitrogen, and lower in 
starch and soluble nitrogen. The reducing sugar data were inconclusive. 
Sucrose values tended to be lower at the eye in the check samples, but in 
the treated samples the sucrose was definitely higher in the eye tissue than 
in the balance of the seed-piece. 
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THE KILLING OF PLANT TISSUE AND THE INACTIVATION 
OF TOBACCO MOSAIC VIRUS BY ULTRA- 
VIOLET RADIATION! 


JouN M. ArTHUR AND JoHN M. NEWELL 


INTRODUCTION 


Radiation from quartz tube mercury vapor arcs and similar sources 
rich in ultra-violet of wave length shorter than 290 muy are injurious to 
plant tissue. The purpose of this investigation was to determine what 
region of the ultra-violet is most injurious, and whether that region near 
wave length 290 my, the extreme limit for solar radiation, is injurious to 
plant tissue. 

The investigation was prompted partly by reports that solar radiation 
as received at high altitudes in Colorado and elsewhere is injurious to plant 
tissue on certain days when the atmosphere is especially clear and free from 
clouds. Plants growing in greenhouses appear to be protected. This 
protection may be due to the absorption of the extreme ultra-violet or to 
a diminution of the total intensity on passing through glass, which amounts 
to at least 20 percent. 

In most of the work a series of five glass filters supplied by the Corning 
Glass Works was used to absorb progressive increments of the extreme ultra- 
violet radiation between wave lengths 200 and 365 mp. 

In general it was found that the amount of injury to plant tissue in- 
creases rapidly with decreasing wave length between 290 and 200 mu. 
Radiation from the quartz tube mercury arc without a filter will cause a 
rapid killing of the whole upper surface of young tomato seedlings in one 
minute as exposed in this investigation. A filter transmitting one percent 
at wave length 249.7 my will protect the plant for about 10 minutes on 
single exposures. The injury can be produced by much longer exposures 
at longer wave lengths. It is possible to choose suitable filters which will 
protect plants against injury for 6 hours and yet get marked injury when 
this time period is doubled in a single irradiation of 12 hours. 

These effects are not cumulative. That is, a plant which is only slightly 
injured by a single 10-minute irradiation through a certain filter will receive 
very little further injury when irradiated through that same filter each day 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 
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for several weeks provided that each single exposure never exceeds I0 
minutes. Evidence is also presented to show that the time for producing 
a similar injury is decreased in proportion to the increase in incident total 
radiant energy applied from the quartz tube mercury lamp. 

Further investigations are reported on the inactivation of the virus 
which causes tobacco mosaic using the unprotected quartz tube mercury 
arc as a radiator. It was found that this virus could be inactivated when 
exposed through quartz plates in about 15 seconds while 5 seconds exposure 
greatly reduced its potency. The virus was also inactivated by short 
exposures when tobacco plant leaves were irradiated immediately after the 
virus was rubbed over the surfaces, but if irradiated the next day there was 
little or no inactivation. 


DIscussION OF LITERATURE 


Siemens (16) in 1880 observed that the radiation from a carbon arc 
was injurious to plants. Melon and cucumber leaves, when exposed at a 
distance of one meter or less, rolled up at the edges and assumed a scorched 
appearance. He avoided this difficulty by placing the plants farther away 
from the lamp. Deherain (6) shortly afterward showed that glass protected 
against this injury by cutting off the most refrangible rays. 

More recent work has shown that radiation from a quartz tube mercury 
vapor arc is similarly injurious to plant tissue. Maquenne and DeMoussy 
(14) in 1909 showed that such radiation caused a blackening of the leaves 
and death of the protoplasm of surface cells. Ursprung and Blum (18) 
in 1917 irradiated a great number of plants and observed the percentage 
of cells killed in different layers of cells of leaf tissue. A decision on when 
a cell was dead was based on its power to deplasmolize in distilled water 
after it had previously been placed in a cane-sugar solution. They found 
that some plant cells were killed easily while others were much more re- 
sistant. Green algal filaments were killed completely in 10 minutes ex- 
posure while the cells of agave leaves were not all killed even with 6 hours 
exposure. It was shown that the amount of killing increases with exposure 
time and that penetration of leaf tissue depends both on the nature of 
epidermal and other cell layers and on their number and thickness. These 
authors noted also that glass plates protect plants against injury from the 
rays and conclude that wave lengths shorter than 290 mu cause the injury. 
Since ordinary glass transmits to only 312 mu there is apparently no experi- 
mental basis for this conclusion. 

Lipperheide (13), using uviol blue glass as a filter, stated that radiation 
of wave length shorter than 280 mu produces very marked injury on plants. 
No transmission curves or other similar data for this kind of glass were 
included. Delf and his associates (7) have done considerable work on the 
injurious effects of ultra-violet radiation on plants. They observed that 
exposures of a few seconds (4 to 30) each day would cause most of the 
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leaves to die and fall off of Coleus and Pelargonium plants and that there 
was no definite increase in resistance against the injurious radiation when 
exposures were increased gradually. Stunting of plants was produced with 
exposures of one minute or more. Exposures of 30 seconds in the case of 
Trifolium seedlings gave no stunting and a favorable after-effect. In 
general the presence of pigments gave increased absorption and more 
injury, although this was not always true. The effect of ultra-violet 
radiation upon leaves is summarized by Delf as follows: 

(1) Absorption of rays by epidermis and cuticle. 

(2) Latent period without visible changes. 

(3) Lethal effect in epidermal cells (apparent on account of a peculiar 
“shine’’ or varnished appearance). 

Eltinge (10) observed that a series of commercial glasses, Quartzlite, 
Vita, and window glass, did not transmit injurious rays from a quartz-tube 
mercury-vapor arc. The ultra-violet component transmitted by the Vita 
glass used (limit at wave length 289 my), seemed beneficial to some plants 
but without visible effect upon others. The radiation from the open arc 
(without filter) produced great injury or death with exposures of 30 seconds 
the first day and an increase of 30 seconds on each succeeding day of 
irradiation exposed at a distance of 50 inches from the lamp, showing that 
there was little immunity developed against the injurious rays. When 
irradiated at 100 inches slightly less injury was observed. 

Smith (17) observed that the ‘‘biological rays’’ obtained from an old 
quartz mercury lamp masked the symptoms of the mosaic disease of 
tobacco plants. This disease can be transferred from diseased plants to 
healthy plants by inoculations with expressed and coarsely filtered plant 
juice. The virus contained in the expressed juice was inactivated by an 
exposure of 30 minutes to the rays of a quartz mercury vapor lamp. 
Mulvania (15) reported that this virus could be killed by a similar exposure 
of one hour. Both of these workers conclude that the virus is not as 
susceptible to ultra-violet injury as bacteria, since most bacteria are killed 
when exposed in a clear solution free from air bubbles in less than 60 seconds. 
Ellis and Wells (9) have published a table showing the exposure time 
necessary to kill various bacteria. Smith and Mulvania believe further 
that this resistance to ultra-violet indicates that the virus is a non-living 
substance similar to an enzym. 

Coblentz and Fulton (4) have accurately determined the region lethal 
to bacteria as well as the relative effectiveness in this respect of different 
wave lengths in the ultra-violet region. They conclude that a germicidal 
action is produced by ultra-violet radiation from the Schumann region back 
to and including wave length 365 my. This includes a part of the extreme 
region transmitted by window glass and also much of the solar ultra-violet 
region, and we should therefore expect solar radiation both winter and 
summer to have some germicidal action even when transmitted through 
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ordinary glass. The lethal action of wave lengths longer than 305 mu 
emanating from a quartz mercury arc was found very slow in comparison 
to the region around 280 my even though the latter was of much lower 
intensity. It was estimated that wave lengths shorter than 280 my were 
at least 10 times as rapid as those longer than 305 my. The killing effect 
was found to be cumulative with no stimulating effect upon growth and 
no apparent continuation of the lethal action during rest from irradiations. 
The energy required to kill a bacterium in the most active killing region 
(170-280 mu) was very small and was of the order of 4.5 X Io-” gram 
calories. A further deduction was that in order to produce a rapid killing 
the radiant flux must exceed a threshold value of about 25 microwatts per 
square millimeter which obtains at a distance of about 15 centimeters 
from a I10-volt quartz mercury arc consuming 320 watts. 

That this lethal action extends into and probably increases in the 
Schumann region is indicated by the work of Bovie (1). The lethal action 
of the Schumann region on green algal filaments and fungus spores he 
observed to be cumulative and to increase with decreasing wave length. 
The component of wave length shorter than 170 my was 15-20 times more 
destructive than the component of longer wave length. 


APPARATUS AND METHODS 


In most of the present work a Cooper Hewitt 220-volt horizontal 
Uviarc lamp was used. This lamp consumes about 730 watts (160 volts, 
4.6 amperes) at the arc after the first Io minutes of burning. A rectifier 
and transformer is supplied by the manufacturer so that the lamp may be 
operated on a 110-volt alternating current line. Since this burner becomes 
slowly solarized through use over a long period of time a second burner 
was kept as a standard source of radiation for comparison from time to 
time. Some experiments were also made with the iron arc as a source of 
radiation. The effect was similar to the mercury arc but on account of a 
lower intensity in the ultra-violet region and the difficulty of maintenance 
this source was abandoned early in the study. 

The mercury lamp used is equipped by the manufacturer with a metal 
shield which completely encloses the quartz tube burner. The metal face 
of this shield is easily removed or attached by manipulating a spring catch 
arrangement. A square opening 6.x 6 inches is cut in the center of this 
face, and a system of metal cleats and spring clips is provided around the 
edge of the opening for holding glass filters or metal kits which can be used 
to regulate the size of the opening. In all of the present work glass filters 
63 x 63 inches were used to cover the opening and the dimensions of the 
opening effective in transmitting radiation from the lamp was therefore 
6 x 6 inches. 

In some of the experiments a plano-convex quartz lens, 44 inches in 
diameter and 8} inches focal length, was used to concentrate the rays from 
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the arc. This lens was fitted into a metal plate which could be easily 
attached to the face of the shield and which, when attached, held the plane 
face of the lens firmly pressed against the glass filter. 

For the most part glass filters were used. The work was started with 
some pieces of Corex A which had previously been used as a roof covering 
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on one of the greenhouses. It has been noted previously in a Bureau of 
Standards publication (2) that this glass does not solarize, or lose its trans- 
mission appreciably in the ultra-violet region, when exposed to sunlight for 
14 months. The samples of the glass used in these experiments were found 
to transmit faintly as far as wave length 225 mu. When tomato plants 
were exposed through them to rays from a quartz mercury arc a definite 
killing effect was produced in a comparatively short time. It was found, 
however, that these filters solarized so rapidly that after an exposure of 
one hour plants could be exposed through them for an additional hour with 
little or no injury to tissues. The filters after such an exposure transmitted 
faintly to wave length 240 my although the whole region of wave length 
shorter than 290 mp was dimmed appreciably. .After complete solarization 
(8 hours exposure to the lamp) the filters still transmitted to wave length 
248 mu (text fig. 1). Following these experiments an effort was made to 
get filters which would transmit various parts of the region between wave 
lengths 290 mu and 225 mu. It was found that several layers of gelatin 
could be deposited on quartz plates to produce filters transmitting to 
250 mu or slightly beyond. These filters had the disadvantage of not 
holding up well under prolonged irradiation from the lamp due mainly to 
the heat involved. Mica filters were also tried but the thinnest piece 
measured did not transmit much beyond wave length 290 mu. 

A series of glass filters was finally obtained through the codperation of 
the Corning Glass Works. These filters have a high transmission in the 
ultra-violet region and do not further solarize upon prolonged irradiation 
with the quartz mercury arc. The limits of transmission of this series of 
glasses in the ultra-violet are shown in text figure 1. The spectrograms 
were taken on a Hilger quartz spectrograph. After many of the experi- 
ments reported herewith had been completed the filters were sent to the 
Bureau of Standards and the percentage transmission of each filter between 
wave lengths 249 and 349 mu was determined. These measurements were 
made photographically by means of a Hilger Sector photometer. The 
method has been described elsewhere (3). The percentage transmission 
of each filter is shown plotted against wave length in text figure 2 and is 
based upon this data. 

The incident total radiant energy 15 inches from the lamp tube, measured 
by means of a Weather Bureau type pyrheliometer (12), was .17 gram 
calories per square centimeter per minute. When filter A was placed over 
the lamp an energy loss of approximately 15 percent was observed. A 
further decrease of about 6 percent in total incident energy occurred when 
either filters C or D were substituted for A. The use of the quartz concen- 
trating lens in connection with filter A resulted in a concentration of about 
3 times the total energy value. Actual readings with the pyrheliometer 
surface 15 inches from the quartz tube burner were as follows: 

With filter only, .14 gr. cals. 
With filter plus lens, .42 gr. cals. 
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It should be pointed out that the pyrheliometer used was covered with a 
hemisphere of uviol glass which transmitted faintly to 253 my before 


solarization. The transmission in the extreme ultra-violet region would 
undoubtedly decrease appreciably when exposed to the rays from the 
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Text Fic. 2. Transmission graphs of various filters. 


lamp but on account of the return of this instrument for recalibration the 
actual amount of the decrease has not as yet been determined. A part of 
the energy loss due to the filters as observed above was no doubt due to the 
visible component as well as the ultra-violet. 
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EXPERIMENTS WITH PLANTS 


After a preliminary study of the effects of the ultra-violet region on 5 
or 6 different species of plants the tomato was selected as a subject for more 
detailed observations. Small plants 24 to 3 inches high were used in most 
of the work. In testing the cumulative effects of irradiation, where daily 
irradiations were given over a considerable period of time, the plants often 
grew to a height of 12 to 15 inches. Such a series was transferred to larger 
pots from time to time so as to maintain a healthy normal growth of the 
control plants. No great difference in the amount of injury could be 
determined between young plants with the first pair of leaves (not counting 
the cotyledons) and large plants 8 to 12 inches high. Old leaves appeared 
to be slightly more resistant than young leaves just open. Also no great 
difference was observed when the plants were one inch closer or one inch 
farther away from the lamp during the exposure, but it was established that 
6 inches farther away made a slight decrease in the amount of injury. 
All plants were irradiated during the study at a distance of approximately 
15 inches from the nearest point on the quartz tube to the tip of the plant. 


RESULTS OF [IRRADIATION 


It was soon established that the amount of injury increased rapidly with 
decreasing wave length from 290 my. The open arc (without a filter) 
caused considerable injury in 30 seconds. When the most transparent 
filter (A) was used no great injury could be detected until the plant was 
exposed for about 15 minutes in a single exposure, while it required approxi- 
mately 60 minutes to produce as severe an injury as 30 seconds exposure 
to the open arc. The transmission of the filters is shown in table I and 
text figures 1 and 2. No injury was produced when plants were irradiated 
through filter D until the continuous exposure period exceeded 6 hours, 
while 12 hours continuous exposure to the radiation transmitted by this 
filter gave less injury than 30 seconds exposure to the open arc. Using 
the quartz concentration lens as already described with this filter an injury 
could be produced in 3% to 4 hours single irradiation which was about the 
equivalent of 12 hours exposure without the lens. Since pyrheliometer 
measurements of the relative total energy in the two cases were about 3 
to I it is interesting to note that the injurious effect produced is approxi- 
mately proportional to the amount of energy received when the same wave 
lengths are transmitted and that a certain ‘‘minimum dose” or threshold 
value of energy is necessary to produce any injury, the amount of which 
depends upon wave length. 

The effect of exposures made once each day or every second day through 
the various filters was studied over periods varying from 2 weeks to 45 
days. Using the most transparent filter (4) it was observed that 10 
minutes exposure each day or every second or third day caused very little 
more local injury than a similar single exposure. As the leaf tissue grew, 
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however, and more new surface was exposed each day normal to the rays 
the injurious effect on the whole plant was greater and more certain for 
observational purposes. In no case, however, could a more injurious effect 
be produced with a much shorter daily exposure over a period of weeks than 
could be produced with a single exposure. The effect is, therefore, not 
cumulative locally, but additive to a certain maximum degree when the 
whole aérial portion of the plant is considered. 

In Plate X XV, figure 2, is shown the effect of irradiating young tomato 
plants for periods of 10 and 15 minutes per day during the period September 
6 to October 22 through filter A. The plant at the left is the control. 
The center plant received 10 minutes exposure and the plant at the right 
I5 minutes. The plant receiving only Io minutes exposure is slightly 
injured while the one receiving 15 minutes per day is badly injured. Both 
plants received 36 separate periods of irradiation of 10 and 15 minutes, 
respectively. A single exposure of 15 to 20 minutes also produced severe 
local injuries to parts of leaves exposed normal to the rays but the injury 
to the whole plant was much less severe since the total surface presented in 
a single exposure is small. The energy transmitted from the lamp through 
this filter does not cause any visible injury to tissue when single exposures 
do not exceed 5 minutes per day. With this filter, as is the case with all 
other filters used in the study, there is a minimum or threshold value of 
energy which must be exceeded to produce an injury. As the region trans- 
mitted moves so as to exclude rays of shorter wave length the time necessary 
to produce injury rapidly increases, until a point is reached where in- 
sufficient energy is transmitted to produce any injury even after prolonged 
irradiation. 

The minimum exposure time necessary for producing marked injury 
was determined for the series of 5 filters mentioned above. This was 
accomplished by irradiating young plants each day or every other day for 
periods sufficiently long to produce maximum injury for that particular 
exposure period and filter. The data is presented in table 1. Photographs 
of the plants irradiated in this series of experiments are shown in Plate XXV, 
figures I, 2, and 3, and Plate XXVI, figure 4. These plants show, therefore, 
all of the cumulative injuries or additive effects which it is possible to 
obtain with the same energy source and the respective filters and exposure 
periods. It is apparent from this data that the open arc produces a marked 
injury in exposure periods of 30 seconds. Figure 1 shows the control and 
plants which have been exposed for 30, 60, and 120 seconds, respectively, 
at each of I1 irradiations from October 5 to 22. Lines in the spectrogram 
of this arc can easily be seen to wave length 220 my. When plants are 
exposed for 15 minutes through filter A a similar injury is produced, but 
not quite as severe as 30 seconds exposure to the open arc. The plants are 
shown in figure 2. From left to right are the control plant and plants 
exposed for 10 and 15 minutes, respectively, in each of 36 separate irradi- 
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ations from September 6 to October 22. This filter transmits one percent 
of the incident radiation at wave length 249.7 my and has an extreme limit 
of transmission at 237 mu. The plants shown in figure 3 received 15 
irradiations of 30, 45, and 60 minutes, respectively, through filter B during 
the period September 18 to October 19. The control plant is at the left. 
The plant receiving 30 minutes exposure is very slightly injured. The one 
receiving 60 minutes is severely injured. Plants may be exposed repeatedly 
through this filter for 25 minutes each day with no visible effect. Radiations 
transmitted through filter C cause severe injury after 3 hours exposure. 
These plants were photographed after 7 periods of irradiation of 1, 2, and 
3 hours, respectively, during a 10-day period and are shown in Plate XXVI, 
figures 4 and 5. Two hours exposure produces almost no injury while 3 
hours gives a severe injury. The plant is protected completely when each 
single exposure does not exceed 13 hours. ‘This filter transmits one percent 
of the incident radiation at wave length 273.7 mu and has an extreme 
limit at 253 my. Using filter D no injury was produced after two periods 
of irradiation of 6 hours each. Single irradiations of 12 hours produce 
considerable injury. As pointed out above, a similar injury could be pro- 
duced when the quartz concentration lens was placed over this filter in 
single exposures of 33 to 4 hours. This filter transmits one percent of the 
incident radiation at wave length 281.1 mu and has an extreme limit at 
270 mu. The leaf injury produced by 33 hours irradiation with both the 
filter and lens, together with 12 hours irradiation with the filter alone, 
are shown in figure 6. No injury could be produced on plants taken from 
a greenhouse and irradiated for long periods through filter F. The concen- 
trating lens was used in conjunction with this filter for a period of 18 hours 
continuous exposure with no visible injury. This is the equivalent of 54 
hours irradiation without the lens. This filter transmits one percent at 
wave length 293.5 my and has a transmission limit at 286 mu. The trans- 
mission of the filters, the exposure time necessary to produce marked 
injury, the relative time to produce injury equal to or slightly less than one 
second exposure to the open arc, and the time of exposure not injurious to 
plants, are summarized in table 1. 

If we assume the killing effect produced in several exposures of 30 
seconds each from the open arc as equal to I, it takes more than 30 units 
to produce the same effect through a filter transmitting one percent at 
wave length 249.7 mu, as compared with 120 units through a filter trans- 
mitting one percent at 259.7 my, 360 units at 273.7 my and 1,440 units at 
281.1 my, while as pointed out above a filter transmitting one percent at 
293-5 mp protects plants indefinitely which have been receiving normal 
solar radiation. 

Coblentz and Kahler (5), using a similar quartz mercury arc, have shown 
that the total amount of ultra-violet radiation of wave length less than 
400 my is about the same for solar radiation as for the mercury arc, that is, 
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about .o2 gram calories per square centimeter per minute. The energy 
distribution (they point out further) is very different, since sunlight termi- 
nates at about 300 my at near sea level while the mercury arc has 5 percent of 
its total radiation, or 20 percent of the ultra-violet component, of wave 
length shorter than 300 my. This being the case, since no injury is produced 
by energy transmitted through filter / even though it is concentrated 
threefold, it is thought that no injury can be produced by the ultra-violet 
component of solar radiation at the normal intensity and range of wave 
lengths in altitudes where plants grow. This filter transmits to wave 
length 285 my and transmits one percent at 293.5 my. Since the limit for 
solar radiation is wave length 290 my and the energy at that wave length 
must always be extremely small it is believed that it could not possibly 
cause injury to plant tissue since the threshold value of energy necessary 
for producing injury at this wave length is comparatively great. 

Plants which had been removed from the greenhouse to a dark basement 
room 3 or 4 days before irradiation were observed to be more severely 
injured by smaller exposures than those which were taken directly from 
the greenhouse. A series of two plants so treated together with the control 
are shown in Plate X XVII, figure 7. The extreme injury of a single ex- 
posure of 3 minutes to the open arc is shown on a plant which has been 
kept in darkness for 4 days. Since plants kept in darkness were found to 
be more susceptible another attempt was made to produce an injury through 
filter F using the concentrating lens. As pointed out above no injury had 
ever been produced through this filter on plants which had been exposed 
continuously to solar radiation, that is, taken from the greenhouse and 
irradiated at once. The plants were kept in a dark room for 4 days and 
were irradiated on the fifth for 163 hours. A slight injury was produced— 
the characteristic ‘‘shine’’ on one or two leaflets. Plants so treated are 
apparently very sensitive to the visible region as well as to ultra-violet, since 
even the control plants showed some evidence of light injury upon return 
to greenhouse conditions, but none of the “‘shine’’ or varnished appearance 
which is characteristic only of ultra-violet injury. This injury was pro- 
duced by wave lengths longer than 285 my. The fact that the charac- 
teristic ultra-violet injury can be produced very near the extreme limit for 
solar radiation (wave lengths longer than 285 my) is interesting, since it 
shows that the limit of the energy range for plant growth is definitely fixed 
in the ultra-violet region, and that one needs to overstep the limit of solar 
radiation as the plant ordinarily receives it by only an extremely narrow 
margin to cause marked injury to tissues. Since the conditions under 
which this injury was produced through filter S1—5.06 (4 days in darkness 
followed by the equivalent of approximately 50 hours irradiation from the 
quartz mercury arc) are not found in nature, the earlier conclusion, that the 
ultra-violet component of solar radiation as the plant receives it at high 
altitudes cannot be injurious, is still believed to be correct. 
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The effect of the shorter wave lengths (ultra-violet, Schumann region, 
and X-rays), where absorbed by plant tissue, is in general injurious. It 
may lead to stimulation of growth or even possible change in genetic 
constitution. So far as our own observations go in the effect of the ultra- 
violet region there is no marked stimulation but only injury. Plants 
which have received repeatedly such exposures which do not injure tissue 
show no well defined increases in growth or fruit production or other 
stimulation. This work is being continued, however, in a study which will 
be supplemented by a chemical analysis of tissue which has been exposed 
repeatedly to various regions of the ultra-violet component of radiation 
from a quartz mercury arc. 


OBSERVATIONS ON THE KILLING OF THE VIRUS WHICH 
CausEs Tospacco Mosaic 


Since it was observed in the foregoing researches that plants were able 
to withstand radiation of wave length shorter than 290 mu for a considerable 
time with no apparent injury provided a certain threshold value of energy 
was not reached, and further since Coblentz and Fulton (4) had observed 
that wave lengths as long as 365 my had a germicidal effect on bacteria, 
it might appear that there was some possibility of killing the tobacco mosaic 
virus within living plant tissue, assuming that the virus would be as easily 
killed as bacteria. Experiments were therefore made to determine, first, 
the exposure necessary to kill the virus when purified and exposed to ultra- 
violet radiation in a water solution in thin layers between quartz and glass 
plates; and second, whether the virus could be killed within plant tissue. 
Samples of virus were prepared by Dr. C. G. Vinson by precipitation with 
acetone in accordance with a method already described by him (19). Tests 
of the potency of the virus were made by Dr. F. O. Holmes using a method 
which he has described elsewhere (11). This consisted briefly in trans- 
ferring the virus to be tested to leaves of Nicotiana glutinosa by rubbing 
lightly with a piece of cheesecloth moistened with the virus solution. 
The potency is indicated by the number of colonies of dead cells or circular 
brown lesions which develop on the leaves after a period of 2 to 3 days 
incubation. The procedure of irradiation with the quartz mercury lamp 
was in detail as follows: 6 drops of the purified virus were distributed by 
means of a pipette over an area 2 to 3 inches square on a glass plate. This 
was covered with a quartz plate 14 of an inch thick and the virus was 
exposed through the quartz plate at about 15 inches from the burner. 
The quartz plate was then removed and 15 to 20 drops of distilled water 
were added so as to have sufficient liquid to saturate a small piece of cheese- 
cloth. The irradiated virus was then rubbed lightly over the leaves of 
the tobacco plant. The first experiment showed that virus could be com- 
pletely inactivated in exposures of one minute (fig. 8). Controls protected 
by window glass or a Noviol O filter (transmitting to wave length 312 and 
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390 mu, respectively) produced great numbers of lesions after being exposed 
for 10 minutés to mercury arc radiations. Similar exposures of 5, 15, 20, 
and 45 seconds were made, using virus from the same sample. It was 
found that 5 seconds inactivated most of the virus while not a single lesion 
was produced when it was exposed for 15, 25, and 45 seconds. Figure 9 
illustrates a single leaf from the control plant (left) and another from a 
plant inoculated with virus after it had been irradiated for 20 seconds. 
This virus was prepared from diseased tobacco plants which had been 
growing in a greenhouse. Further tests upon virus from plants grown in 
the field during the following summer showed this to be more resistant as 
one or two lesions were produced from virus which had been irradiated for 
30 seconds. This difference was probably due to the protective action of 
the greater amount of contaminating material and the difficulty of getting 
a sufficiently pure solution. Even with the additional contaminating 
material only a very few lesions developed after an exposure of 15 seconds 
to the open arc. 

Both Smith (17) and Mulvania (15) reported previously that the virus 
of tobacco mosaic could be killed in exposures of 30 minutes to one hour 
to mercury arc radiation. They concluded that since the virus was ob- 
served to be more resistant than bacteria to ultra-violet radiation it is 
probably enzymatic or chemical in nature. Most bacteria are killed by 
short exposures of one minute or less (9). Following a similar line of 
reasoning, since it is shown that the virus can be killed by an exposure of 
a few seconds, one might conclude that it is entirely bacterial in nature. 
This does not necessarily follow since enzyms and chemical compounds vary 
considerably in their resistance to these rays and it is possible to find non- 
living compounds which are rapidly changed by extremely short exposures. 
The evidence shows only that the virus, whatever its nature, can be in- 
activated, when sufficiently free from contaminating material, by an ex- 
tremely short exposure to ultra-violet radiation. 

Further experiments showed that the virus could be killed with a short 
exposure (I minute) when spread upon the plant leaf surface if irradiated at 
once. If irradiated the day following inoculation there was no appreciable 
killing of the virus. It is apparently impossible to inactivate the virus 
when it has penetrated far into plant tissue, although irradiations were 
given of sufficient intensity and quality to kill the whole upper surface 
of the plant leaves. 

SUMMARY 


1. Using a mercury-vapor arc in quartz as a radiator and a series of 
filters, the time required to produce marked injury on young tomato plants 
has been determined. The filters absorb progressive increments of the 
extreme ultra-violet component of radiation from this lamp toward wave 
length 290 muy (the extreme limit for solar radiation). 

2. The time of exposure necessary to cause injury was observed to 
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increase rapidly as more and more of the extreme ultra-violet component 
was absorbed. Filters which transmit one percent of the incident energy 
at wave length 281.1 my were found to cause marked injury to plants only 
after 12 hours irradiation while the open arc (without a filter) produced a 
more severe injury in 30 seconds exposure. 

3. It was determined by means of a quartz concentrating lens that 
apparently the time of exposure necessary to cause marked injury is 
approximately inversely proportional to the incident energy, using the 
same quality of radiation. 

4. No apparent injury is produced on tomato plants until a certain 
“threshold value’’ of exposure time is reached in a single irradiation. 
The time necessary to reach this value increases rapidly with increasing 
wave length so that plants can be exposed repeatedly through a filter 
transmitting one percent at wave length 273.7 mu for 14 hours each day 
with no apparent injury. 

5. The injury produced is not cumulative but since new tissue is pre- 
sented normal to the incident radiation on each succeeding day of exposure 
the total injurious effect on a plant is much greater when plants are exposed 
each day or every second day for the same time over a considerable period. 

6. No typical ultra-violet injury to tomato plant tissue could be pro- 
duced within the extreme limits of solar radiation, that is, by wave lengths 
longer than 289 muy, except under conditions which never occur in nature. 
The injury was produced by irradiation through a filter which transmitted 
faintly to wave length 286 muy, by exposing young plants continuously for 
163 hours after the plants had been kept in darkness for 4 days. Since a 
concentrating lens was used to produce this result which increased the 
total intensity threefold, approximately 50 hours continuous exposure 
would be required to produce the same result without the lens. It should 
b2 <ointed out further that whenever the natural range for solar radiation 
is overstepped by a very narrow margin injury results. 

7. No stimulation to increased growth or fruiting was observed in these 
experiments, but only injury. 

8. The virus which causes tobacco mosaic was found to be completely 
inactivated by 15 seconds exposure to the open arc when the virus was 
prepared sufficiently free from contaminating material. 

g. This virus could not be inactivated when it had penetrated plant 
tissue. 
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EXPLANATION OF PLATES 
PLATE XXV 

Fic. 1. Effects of open arc. Left to right: control, exposed 30, 60, and 120 seconds 
respectively in each of 11 exposures over a 17-day period. 

Fic. 2. Effects of irradiation through filter A. Left to right: control, irradiated 10 
minutes and 15 minutes respectively in each of 36 exposures over a 46-day period. 

Fic. 3. Effects of irradiation through filter B. Left to right: control, irradiated 30, 
45, and 60 minutes respectively in each of 15 exposures over a 31-day period. 


PLATE XXVI 
Fic. 4. Effects of irradiation through filter C. Left to right: control, irradiated 1, 
2, and 3 hours respectively in each of 7 exposures over a 10-day period. 
Fic. 5. ‘Top view of 2-hour (right) and 3-hour (left) plants shown in figure 4 above. 
Fic. 6, Irradiated through filter D. Left, leaf exposed for 3} hours with lens and 
filter. Right, leaf irradiated for 12 hours with filter only.. The path of the rays is indicated 
on leaf at left with India ink, while region of maximum injury on leaf at right is indicated 
by X. 
PLATE XXVII 
Fic. 7. Irradiated with open are (without filter), Left, control; center, plant 
irradiated 3 minutes immediately after removal from greenhouse; and right, plant irradi- 
ated 3 minutes after being placed for 4 days in a dark basement. 
Fic. 8. Tobacco plants which have been inoculated with the mosaic virus which has 
been irradiated for 1 minute (at left) and 3 minutes (center); and the control plant (at right). 
Fic. 9. Leaves from inoculated tobacco plants. Left, from control plant; and right, 


from plant which had been inoculated with virus which had been irradiated through a 
quartz plate for 20 seconds. 
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THE INFLUENCE OF LIGHT INTENSITY AND LIGHT QUALITY . 
UPON THE GROWTH OF PLANTS}! 


Harpy L. SHIRLEY 


INTRODUCTION 


Since the discovery that green plants can assimilate carbon in the 
presence of light, light has been recognized as being one of the major factors 
influencing the growth and other characteristics of vegetation. Plant 
ecologists have considered light conditions to be one of the important 
factors in instituting succession. Foresters have based their theories and 
practices of silviculture upon the light requirements of the forest trees. 

When it became possible to measure light conditions under the forest, 
the decrease in intensity was found to be exceedingly great. Salisbury 
(24) gave values as low as 0.16 to 1.3 percent of full sunlight in an oak- 
hornbeam forest. His upper values were about Io percent. Kvapil and 
Nemec (18) gave the average intensities under Austrian forests as 2 to 15 
percent of outside light. Measurements of the total radiant energy under 
a 70-year-old mixed hardwood stand near the Boyce Thompson Institute 
gave values ranging from 0.5 percent in dense shade to 16 percent in sun 
‘“‘flecks.’? A dense stand of sumach allowed only 2 percent of the energy 
to pass through. Measurements by other workers indicate that under a 
well stocked stand the light intensity is usually below 10 percent of outside 
intensity and often as low as 1 percent. The intensity at any one spot 
varies greatly from time to time depending upon whether or not a ‘“‘fleck”’ 
of direct sunlight strikes it. 

Light under a forest canopy suffers not only a great depletion in intensity 
but also a change in quality or spectral energy distribution. Knuchel (17) 
found the light under a beech forest to contain about 12 percent green and 
yellow, 7 percent red, and less than 5 percent of blue and violet, as compared 
with zenith skylight in the open. Similar results were obtained for other 
broad-leaved trees. The change in quality was more pronounced when 
the sun was shining than when the sun was hidden by clouds. Knuchel 
found no significant change in the light quality under spruce and fir canopies 
or other needle-leaved species. The measurement of the light quality 
under a forest canopy is a difficult problem. Knuchel’s measurements 
seem to be the most reliable ones made to date. 


1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 


date of receipt of the manuscript. 
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Klugh (15, 16) measured the spectral quality of forest light. eae 
found a spruce-cedar swamp forest to transmit 0.036 percent in the orange 
region, 0.33 percent in the green, and 3.05 percent in the blue-violet region. 
The reason for the discrepancy between these two sets of measurements is 
largely due to the fact that Knuchel compared forest light with skylight, 
while Klugh compared it with sunlight. Skylight has its maximum in- 
tensity in the blue-violet region of the spectrum, while the maximum energy 
of sunlight is in the yellow-green region (Kimball, 14). In the forest, 
skylight forms a much higher percentage of the total light than it does 
outside. The quality of daylight is thus changed in two ways in passing 
through a leafy canopy. Through partial absorption by leaves the light 
loses more red and blue than green and yellow. By decreasing the pro- 
portion of sunlight to skylight the red region is diminished more than the 
blue. The latter change seems to be of much greater importance than the 
former. 

In the past there has been a tendency among plant ecologists and 
foresters to over-emphasize the importance of light at the expense of other 
factors. Experiments on trenched areas by Fricke (9) and Toumey (28) 
have clearly demonstrated that survival and growth are often determined 
by the extent of root competition for moisture and nutrients rather than by 
light. However, moisture conditions alone are not sufficient to explain 
why bunch grass and red cedar will grow in dry exposed rock crevices and 
not in shaded ravines. Root competition does not account for the large 
numbers of epiphytes and lianas which give the characteristic appearance 
to the tropical rain forest. 

The problem of the light requirements of plants is of importance to 
the greenhouse man as well as the forester and the plant ecologist. Even 
the fancier, who tries to grow plants in living rooms or sun porches, is 
concerned with the light required to get healthy, vigorous growth of his 
plants. 

In the study which follows an attempt has been made to discover what 
the light requirements for the survival of a few plants are, and how the 
rate of growth changes with increasing light intensities. A study of the 
effects of light quality upon growth has also been made, with particular 
emphasis upon the blue region of the spectrum, as compared with the red. 


DISCUSSION OF LITERATURE 
Effect of Light Intensity Upon Photosynthesis 


Blackman and Matthaei (2) and others have shown that with low 
light intensities the rate of photosynthesis is almost directly proportional 
to the light intensity if other factors are not limiting. At higher intensities 
the slope of the curve falls off and approaches a line parallel to the axis, as 
shown by Boysen-Jensen (4) and Harder (13). 
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Effect of Shading on Plant Growth 


The effects of shading on plant growth were studied by Combes (6), 
Garner and Allard (10), Lubimenko (19), Popp (21), Rosé (23), Shantz 
(27), and Zillich (29). 

Lubimenko found that the amount of dry matter produced increased 
with increasing light intensity up to a certain maximum and then decreased. 
He states that the optimum intensity for growth increases as the chlorophyll 
concentration decreases. His light intensities are all expressed in terms of 
the transmission of a certain piece of glass. Robinia Pseudo-Acacia, Pinus 
silvestris, Fraxinus excelsior, and Tilia parvifolia attained maximum dry 
weight at intensities corresponding to those which would pass through 7, 9, 9, 
and 27 layers of the glass respectively. Helianthus annuus attained 
maximum dry weight under full sunlight. LLubimenko states that chloro- 
phyll concentration increases with decreasing light intensity until a certain 
maximum is attained and then diminishes. Plants having a high chloro- 
phyll concentration have greater power to vary it, and can thus adapt 
themselves to a wider range of intensities than those which have a low 
chlorophyll concentration. They also attain maximum dry weight at 
lower light intensities than plants having low chlorophyll concentration. 
He found that height and leaf area behaved as dry weight but attained 
maximum development at lower intensities. The percentage of dry matter 
usually decreased with decreasing light intensity. He noticed that in 
general root growth increases and stem growth decreases with increasing 
light intensity within certain limits. Since no measurements of light 
intensities were made it is difficult to compare his results with those obtained 
by other investigators. 

Combes (6) found the optimum light intensity for the production of 
dry matter in plants to increase with increasing age of the plant. Maximum 
dry weight of fruit always occurred in full light intensity. His optimum 
intensities are somewhat higher than those given by Lubimenko, but 
otherwise his conclusions are in general accord. Rosé (23) obtained 
maximum growth with full sunlight intensity. The shades used by Combes 
and Rosé were much larger and more satisfactory than those of Lubimenko. 

Shantz (27) found the fresh weight of potato, cotton, lettuce, and 
radish to increase with decreasing light intensity from 50 to I5 percent of 
full sunlight in Louisiana. None of the plants he tested were able to grow 
past the seedling stage when the light was reduced to 6 percent of full 
sunlight. Dry weight determinations were not made. 

Garner and Allard (10) found decrease in seed production and in dry 
weight of tops of soy-beans when grown under shades. Zillich (29) noticed 
a delay in the time of flowering and fruiting of plants grown under lattice 
shades. The optimum intensity for green weight was 50 to 75 percent 
intensity for most of the plants he used. He found that weeds attained 
greater dry weight under reduced light intensities while cultivated plants 
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always had maximum dry weight when grown in the open. He also con- 
firmed many of the conclusions of Lubimenko. 

Popp (21) obtained the greatest vigor of growth of soy-beans in his un- 
shaded plot, although the shaded plants had longer stems. Dry weight 
measurements were not given. 

In general, shading experiments show that the light intensity cannot be 
reduced much below 50 percent of full sunlight in temperate regions without 
causing a decrease in the growth of many plants. In the majority of 
cases maximum dry weight was produced by plants receiving the full 
normal sunlight of the region in which they were grown. 


Experiments with Artificial Light 


Burns (5) determined the amount of radiation from a Mazda lamp 
required to maintain a carbon dioxid balance between the plant and the 
surrounding air. At this intensity the carbon dioxid utilized in photo- 
synthesis would just be equal to that given off in respiration. Comparing 
this radiation intensity with that from the sun at noon of December 22, at 
Burlington, Vermont, he found various tree species to have minimum light 
requirements of from 2 to I7 percent of total solar radiation. In this 
paper the radiation from neither the lamp nor the sun were given in absolute 
heat units. Thermopile measurements of total heat energies cannot be 
used directly to compare artificial light with sunlight in their effects on 
photosynthesis due to the differences in color temperature or spectral 
energy distribution of the sources. The carbon dioxid concentrations 
maintained by Burns in the assimilation chamber were considerably above 
that of normal air, being on the average 0.5 percent. Since the rate of 
photosynthesis varies with the carbon dioxid concentration as well as the 
light intensity, a concentration of 0.5 percent would cause a carbon dioxid 
balance at lower light intensities than at a concentration of 0.035 percent. 
It must also be borne in mind that the photosynthetic performance of any 
plant is influenced not only by the light conditions under which it has been 
kept during the twenty-four hours preceding the test period, but also upon 
the light conditions during a much longer preceding period. Rosé (23) 
showed that plants grown under a low light intensity were able to assimilate 
carbon dioxid at a much faster rate in low intensities than similar plants 
which had previously been growing under high light intensities. Short- 
time experiments upon the rate of gas exchange of plants under artificial 
conditions are valuable in studying the physiology of the plant, but it 
seems highly improbable that the results of any such experiments can be 
applied directly to account for the growth of plants growing under natural 
conditions. 

Grasovsky (11), using the apparatus developed by Burns, found a 
zero carbon-dioxid exchange with white pine at 174 foot-candles. ‘This is 


probably about the same intensity found by Burns but is expressed in 
relative light units. 
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Bates and Roeser (1) grew coniferous seedlings for a period of nine 
months under artificial illumination of 10 hours daily duration. The 
experiment was arranged so that the plants grew at varying distances 
from the light source. By measuring the radiation intensities under 
which the plants survived, a minimum light requirement was obtained. 
This intensity was compared by the use of a thermopile with noon summer 
sunlight at Colorado Springs, Colorado, for the year of 1926. The method 
of comparison is open to the criticism made of Burns’s work. Redwood 
survived with 0.62 percent and pifion pine with 6.3 percent of total solar 
radiation. Their curves showing the amount of dry weight produced at 
different light intensities show a straight line for redwood, which has the 
lowest light requirement, and curves convex downward for western yellow 
pine, Douglas fir, and pifion pine. The curve for Engelmann spruce is 
S-shaped. 

Davis and Hoagland (8) reported on the growth of wheat under artificial 
conditions. They found the dry weight produced to be directly pro- 
portional to the light intensity over the range of intensities they used. 
Dry weight seemed to bear an exponential relation to the length of day. 


Effects of Light Quality on Growth 


The effects of light quality upon the growth and form of plants was 
studied by Popp (22). He found very little difference between plants 
grown under full sunlight conditions and those grown in the absence of 
ultra-violet radiation. When all wave lengths shorter than 529 my were 
removed the growth was poor, the plants were weak, and lower in fresh and 
dry weight. When the dry weight per unit intensity is considered the 
plants grown under the complete solar spectrum appear to have the ad- 
vantage. This result is exaggerated by the fact that the intensity was 
lower in this light quality than in any other except that of house 5, which 
eliminates all the blue. Table 1 is taken from Popp’s data. 

The effects of different ranges of wave lengths on the anatomical develop- 
ment of plants were studied by Miss Pfeiffer (20). The full solar spectrum 
gave better development as expressed by greater stem thickness, height, leaf 
thickness and differentiation, and extent of root system, than any of the 
other qualities used, with the visible spectrum next best. The red and 
blue were poorest, partially due to their lower intensities. 

Sayre (25) studied the chlorophyll development in different spectral 
regions. He found no chlorophyll development in wave lengths longer 
than 680 millimicrons. In the visible region chlorophyll formation occurred 
in all spectral regions if sufficient energy were present, the red being most 
effective, followed by the green and blue. The chlorophyll development 
was judged by noting the relative greenness of the plants. 
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METHODS 


Light Conditions 

In experiments designed to study the effects of light conditions upon 
plant growth either sunlight or artificial light may be used. Sunlight 
varies over wide limits from day to day and from hour to hour, in addition 
to its seasonal variations. Davis and Hoagland (7) grew wheat plants 
for 30 days at different times during the year and found variations in dry 
weight of from 15.2 grams to 97.5 grams per 100 tops. The temperature 
was maintained at 20.5° C. throughout the year. These results are 
attributed to variations in solar radiation. The magnitude of the daily 
and seasonal variation in solar radiation may be appreciated from an 
examination of meteorological reports. All light experiments described 
below were carried out at the Boyce Thompson Institute for Plant Research 
at Yonkers, New York. The sunlight conditions prevailing during the 
time of any experiment are shown in the reports of the New York Meteoro- 
logical Observatory. 

Owing to these great variations in sunlight, it is difficult to carry out 
quantitative experiments on the effects of sunlight intensity on plant 
growth, and it is impossible ever to duplicate exactly the light conditions 
of one experiment in a later one. Artificial light may be maintained fairly 
constant, but it differs greatly in quality from sunlight. In this work both 
artificial light and sunlight have been used. 


Constant-condition Room 
The plants grown under artificial light were placed in the constant- 
condition room at the Boyce Thompson Institute (3). In order to get a 
range of intensities two 1,500-watt lamps were suspended in front of the 
air inlet (Pl. XXVIII, fig. 1). The light intensities varied from 20 to 700 
foot-candles depending upon the position in the room. Hourly variations 
in light intensity were negligible as shown by the pyrheliometric record. 


TABLE 2. Shading Cloth Used for Greenhouse and Out-of-door Shades 


Average Light Intensity 
Green- Out- Mesh (Percent of Outside) 
house side Shading Cloth Used (No. Threads 
Shade Shade per Inch) 
Greenhouse Outside 
E = 2 layers muslin 52x 56 1.0 
D d 1 layer muslin 52x 56 8 20 
Cc CG 1 layer cheesecloth 36 x 40 19 47 
B b 1 layer cheesecloth 24 X 24 40 74 
A a none = 71 100 


The lamps did deteriorate during the course of the experiment and were 
replaced on May 1. Temperatures were uniform throughout the room. 
At a distance of two feet below the lamps the rise in temperature due to 
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their heat was less than 0.5° C. Continuous records of temperature as 
measured by both wet and dry bulb thermometers were taken by Cambridge 
resistance thermometers. The temperature varied from 25° to 27° C. 
with an average of 26° C. and the relative humidity varied from 89 to 93 
percent in both light and dark rooms. Normal atmospheric carbon dioxid 
concentration was used. 

The plants shaded one another to some extent. This shading was 
taken into account in making the light measurements. 


Greenhouse Shades 


Four wooden frames, 3 x 54x 4 feet high, were placed in the green- 
house and covered with different weaves of cloth to provide a range of 
light intensities (Pl. XXVIII, fig. 2). Table 2 shows the arrangement. 

The transmission of the shading cloth was measured at 8 different wave 
lengths distributed over the visible spectrum by means of a Konig-Martens 
spectrophotometer. The transmission of the cloths used was the same 
for all wave lengths tested. 

Measurements of light intensity in the different shades were taken with 
the Macbeth illuminometer on cloudless days between the hours of 
11:00 A.M. and 12:30 P.M. The measurements were taken in foot-candles 
and compared to total daylight intensity. These percentage intensities 


TABLE 3. Temperature and Humidity Conditions in Greenhouse Shades, 
October 24—March 23, 1927-28 


SHAG aires shovonsvatare hie cteleae rayeraye wheveonate aiiate, eiderva chores E D (e B A 
Temperature, degrees C. 
Niaxrmial recorded aii a «aa. << asi 28 28 29 30 30 
Minami sec Onc e clei tener eee ee 19 19 19 19 19 
IMieam oes acne. Daye oreo ye srs 24.2 24.0 23.9 23.3 23.7 
Average algebraic deviation from daily 

TEA, ache ick Wood oyun ton 2052 +0.5 +0.3 +0.2 —0.6 —0.4 
Average absolute deviation from daily 

WMG doucooasongne ne cnoseooone 0.6 0.4 0.4 0.8 0.9 


Mean weekly evaporation from Living- 
ston standardized atmometers, cc. 
olwateryre he Pm Erte 118 95 100 76 WB 


showed some variations with the progress of the season, due in part to the 
change in the angle with which the sun’s rays struck the greenhouse glass. 
Owing to the seasonal variations in illumination only plants grown at the 
same time can be safely compared. 

Each shade was provided with forced ventilation from a commercial air- 
conditioning machine. The temperature and humidity variations in the 
different shades were thus kept at a minimum (table 3). 


Temperature conditions during the summer were higher and showed 
average deviations of 0.5° to 0.9° C. 
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The temperature table was made up from daily readings of thermometers 
placed in the different shades. Readings were made at all hours of the day, 
but most of them were made at about noon when the deviations were largest. 


Outside Shades 


Three cubical wooden frames 8 feet on a side were set up in the garden 
and covered with one layer of the three shading cloths used in the green- 
house shades. Figure 3 of Plate XXVIII shows a view of a shade with 
one side removed. Forced ventilation was supplied the three shades from 
a fan at a rate calculated to provide for a complete air change every one 
and one-half minutes. 

Temperature and evaporation conditions are shown in table 4. 


TABLE 4. Temperature and Evaporation Conditions in Outside Cages, June 8—-August 1 


SGT BS 2 Aenea te Arena rir ye ae, eee ee D ‘6 B A 
iro Dteamcensiky. PeLcentera. - <i te eiencm ee ee 20 47 74 100 
Temperature, degrees C. 
Mia xin aire COLMed eemenr tire ee ease ie cis acs oi 32 34 34 33 
IMgnusmariaenecordedeepy yams we ee ears oc 15 14 14 14 
IY ST I Sao asap ete ae gen Re aa a 25.2 25.0 24.7 24.8 
Average algebraic deviation from daily mean....}| -+0.3 SOL —0.1 SOG 
Average absolute deviation from daily mean.... 0.5 0.4 0.3 0.5 
Mean weekly evaporation from Livingston stand- 

ALCIZEGIALMOMELCE CUPS. ise see ts ae eae 47 66 72 85 


Spectral Houses 

To test the effect of light quality upon growth, plants were grown in 
the spectral glass houses at the Institute. These houses were described by 
Popp (22). A blue glass has been substituted for the window glass and 
Corex has been substituted for G 86 B. The house numbers have been 
rearranged slightly. 

Text-figure I shows the spectral transmission curves in the visible 
region of the different glasses used as measured on the Konig-Martens 
spectrophotometer. Text figure 2 and table 5 show the limits of trans- 
mission as determined by the Hilgar quartz spectrograph. 


TABLE 5. Visible and Ultra-violet Spectral Regions Transmitted by the 
Various Light Filters Used 


House Name of Wave Lengths Trans- 


No. Glass mitted (millimicrons) 
JES Ane trBtrr Ghukaearec memeonetes Noviol “O” 389-720 
NF Ea then eee RSet Be eee = COLexts 290-720 
DUDE Pees arcane) nee G 403 ED 374-585 
| eee ie ere Ne actin ree eee Noviol ‘‘C” 472-720 
SV) eee NCP te Sega de) G 34 529-720 


The glass was manufactured by the Corning Glass Company. 
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Temperature and humidity conditions prevailing in the houses at the 
time of growth are shown in table 6. 


TABLE 6. Temperature and Evaporation Conditions in Spectral Houses, July 11—-October 22 


A QUSG arcu taccsivel euetecsycurusiesdeutis coun scheaian heaton : I II lil IV V 
Temperature, degrees C. 
Maximum recorded picasa erties 42 40 40 38 39 
IMlwaraanoneny ieContalGls yoo nance nu pg sssces 20 20 19 19 19 
WE Gata. Rica oe cas ite Seek Ace ae ee eee 29.8 2720 27.4 273 272 
Average algebraic deviation from daily 

PILE rpc Neteasrarere machete RACINE Ee +2.0 — Onl One —0.6 —0.6 
Average absolute deviation from daily 

MCAT Saleisha cache ee ne 2.0 0.5 0.6 0.7 On7i 
Mean weekly evaporation from Living- 

ston standardized atmometers, cc. 

OL WAtET ea eons en ae eee 104 143 130 143 122 


TRANSMISSION OF SPECTRAL GLASSES 


VIOLET BLUE YELLOW ORANGE RED 
I 


420 S00 580 620 660 700 
fae VE LENGTH ee 


e 


TRANSMISSION 


Text Fic. 1. Transmission curves for glass of spectral houses. The Corex, house II. 
was unpolished. Actually it transmits about 80 percent of the light instead of 25 percent, 
The measurements were made on a Konig-Martens spectrophotometer. 


In order to secure comparable light intensities two shades were arranged 
in each house, so that in each quality condition three intensity conditions 
were maintained. Light intensity measurements were made with thecmo- 
piles and with the Macbeth illuminometer. Measurements made with the 
two instruments showed fairly close agreement. 
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Effects of Differences in Soil Moisture on the Dry Weight and 
Root Development of the Bean Plant 


Since it is very difficult to maintain soil moisture uniform in pots placed in a series of 
shades, the question arises as to whether or not slight variations in moisture are likely to 
cause significant differences in the dry weight. Accordingly a special experiment was car- 
ried out at the Connecticut Agricultural Experiment Station in New Haven, to answer this 
question. 

An early variety of red bunch bean was grown in a rich medium sand soil in two-gallon 
glazed jars. The moisture content of the jars was controlled by filling to weight every other 
day. The water was added through a glass U-tube which ended in an inverted clay pot 
filled with gravel. The water distributed itself uniformly through the soil except for the 
upper inch in the drier pots. 

The soil moisture varied from a point where the particles of soil would scarcely cohere, 
toa point where moisture would drip from the soil. The plants in the driest soils sometimes 


TaBLE 7. The Influence of Soil Moisture on the Dry Weight and 
Root Development of the Bean 


Soil Moisture Dry Weight 
(percent of of Tops, 10 Root Development 
dry weight) Plants (grams) 
Fee sisidis, Sica pvp NSae Ne 8 so Ronee ee SO. very extensive 
TOisheciuctets age eens 4 eee ee 228 very extensive 
TI Rind ts hae ss See he eee 20.8 very good 
ED ceed... ERLE Or CeCe 2G) very good 
1h Perera | Clana ora oe nor 22.6 good 
EON gas eva een RO Eee eS good 
Lis rapste a,2-50e Rooters hehe eats OFS good 
1 Bie JS ahha ue Geers ao See ee 24.9 good 
BS sia san task uatelge eRe ReeR a a eee 29.4 poor 
Oak SEN MORES BOO ORIG ates cei 24.1 poor 


wilted slightly on bright days. Table 7 shows the results obtained. An examination of the 
table shows that no significant differences in dry weight were produced by the experimental 
conditions imposed on the plants. 
Species Used 

The following species of plants were used in these investigations: buck- 
wheat (Fagopyrum esculentum Moench.) variety Japanese; dwarf sunflower 
(Helianthus cucumerifolius Torr. and Gray); Galinsoga parviflora Cav.; 
avens (Geum canadense Jacq.); green and purple wandering Jew (Trade- 
scantia fluminensis Vell. and Zebrina pendula Schnizl.); hog peanut (Amphi- 
carpa monotca (L.) Ell.); California redwood (Sequoia sempervirens Endl.); 
loblolly pine (Pinus Taeda L.), tomato (Lycopersicum esculentum Mill.) 
variety Bonny Best; tobacco (Nicotiana Tabacum L.), variety Turkish. 


Treatment of Plant Material Before and During the Experimental Period 


The plants were grown in a rich composted loam soil, containing a 
high sand fraction. The soil was sterilized with steam and leached before 
using. Eight-inch clay pots were used for growing all plants except tomato 
and tobacco, which were grown in two-gallon jars perforated at the bottom. 
Buckwheat seed was sown in the pots. When the cotyledons had com- 
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Light Intensity Foor Candles 
Text Fic. 3. The influence of 12 hours daily artificial illumination of different 
intensities on the production of dry matter in plants. The dry weight is almost directly 
proportional to the light intensity. 
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pletely unfolded the plants were thinned to 15 to 25 plants per pot, and 
allowed two or three days to adjust themselves before placing under the 
shades. All other plants were transplanted to the pots soon after their 
first pair of leaves had unfolded. Redwood and loblolly pine seedlings 
were usually 2 to 5 centimeters high when placed in the cages. Geum was 
1 to 2 months old. A sample of each species of plants was taken for dry- 
weight determinations at the start of an experiment to determine the 
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TEXT Fic. 4. The influence of continuous artificial illumination of different in- 
tensities on the production of dry matter in plants. 


initial dry weight. For sunflower, buckwheat, and Galinsoga 15 to 20 
plants were grown per pot. Loblolly pine was grown Io to the pot, and 
Geum and redwood 5 plants to the pot. Tobacco and tomato were grown 
in individual pots. 
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The plants were watered and examined daily. Measurements were 


made of height each week, and notes taken on the general appearance and 
progress of the plants. 


Analysis of Plant Material 


The annual plants were grown until flowering and usually until fruiting 
had started. Before harvesting, one or more average dominant plants 
were chosen from each pot for leaf area and chlorophyll determinations, 
except in tomato and tobacco where only one leaf from each plant was 
used. A blueprint of the leaves was made and the area determined by a 
planimeter. After blueprinting, the leaves were used for chlorophyll 
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Text Fic. 5. The production of dry matter in different intensities of daylight. 
The curve for buckwheat is convex upwards while the others are approximately straight 
lines. 


determinations. Chlorophyll was estimated by the method of Willstatter 
and Stoll as modified by Schertz (26). A colorimeter was used to compare 
the pigment with a standard made up from crystalline chlorophyll, and the 
standard described by Guthrie (12). 

The remaining plants were used for fresh- and dry-weight determinations. 
The plants were cut off at the surface of the soil and the tops weighed 
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immediately. They were then taken to a cold room and frozen. The 
next day the frozen plants were run through a food chopper. The ground 
material was thoroughly mixed and a proportionate sample taken for 
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Text Fic. 6. The influence of shading in midwinter on the production of dry matter 


These curves approximate straight lines closer than those of text figure 5 where the total 
amount of light received was greater. 


moisture determination. If the plants were small the entire plant was 
used for a moisture sample. The moisture samples were dried to constant 
weight in a vacuum oven run at 70° C. The roots of redwood loblolly 
pine, and Geum were washed out and dried separated from the eee 
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In each experiment from 2 to 6 pots of plants were used in each light 
condition. In the analysis of the material for fresh and dry weight the 
plants of each pot were treated separately so that the average deviations 
for the individual pots could be calculated. The complete data taken on 
each set of plants were considered too bulky to be included in this paper. 
The curves and data presented are the mean values from a large number of 
plants. In the constant-condition room 20 redwood and Geum plants 
were grown in each intensity and 40 of all other plants. In the spectral 
house shades 10 Gewm plants and 30 sunflowers and Galinsoga plants were 
grown in each condition. In the greenhouse and outside shades from 15 
to 30 of each perennial species, and 30 to 150 of each annual species, were 
used in each shade except tomato and tobacco, of which six were used. 


RESULTS 


Light Intensity Studies 


In the constant-condition room with 12 hours daily illumination all 
plants except sunflower survived for the period grown with less than 50 
foot-candles illumination (table 8). Although sunflower showed some 


TABLE 8. Survival at Low Intensities 


No. of Light In- Per- Percentage In- 

Plant Days tensity (foot- centage crease in Dry 
Grown candles) Survival Weight 
Slbeulen wer Gan nek LA Ane Ae See 48 46 to) — 
COUNTER EN hte 54 4I go 358 
edi WwOOC Arras atta eri tcs cots arse ee 55 30 go 66 
GOUTSOUD PE EN nt: 35 25 g2 1,670 
BUG oWINCAL na eae rete chy eee 48 26 96 2,500 


growth at first in the lower intensities, it died before the experiment was 
closed. The buckwheat plants had started to die in the lower intensities 
when harvested. 

Of the plants grown under shades, all except sunflower showed 50- 
percent survival under the lowest intensities maintained, from 0.5 to 1.5 
percent of total sunlight. Sunflower survived better under 1I-percent 
intensity during the winter than during the summer. This was probably 
due to the higher temperature in summer which increased the rate of 
respiration. Redwood plants survived for 6 months with 1-percent sunlight 
intensity but half of them had died by the end of the seventh month. 
Loblolly pine survived five months under the same conditions but was 
dying by the end of the sixth. The herbaceous plants were grown for 
much shorter periods of time. 


Production of Dry Matter 
With twelve hours daily illumination in the constant-condition rooms 
the dry weight produced by the plants grown was almost directly pro- 
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portional to the light intensity up to the highest intensities available under 
the two 1,500-watt lamps. A similar result was obtained with continuous 
illumination except that at 70 foot-candles hog peanut showed a decrease 
due to the injury caused by continuous illumination (text figs. 3 and 4). 
During the winter the dry weight produced by the shaded plants was 
almost directly proportional to the light intensity received up to the highest 
intensities available in the greenhouse (text figs. 5, 6, 7). During the 
summer, some plants in the greenhouse shades showed a tendency to use 
the light less efficiently at the higher intensities (text fig. 8). The plants 
grown in the outside shades under lower night and day temperature con- 
ditions showed different shaped curves (text fig. 9). The slope of the 
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TEXT Fic. 7. The effect of different daylight intensities on the production of dry 
matter in plants in the early spring. Only one series of redwood and Geum gave curves 
convex upwards. The relative positions of the curves are not significant. 


curves decreased and there was a tendency to develop maximum dry weight 
at lower light intensities than inside. The light intensity may be reduced 
50 percent during midsummer without seriously affecting the growth of 
the plants studied. A further reduction to 20-percent intensity caused 
decreased dry weight for most of the plants used. Later in the season 
the same plants gave curves convex downward but not tending to run 
parallel to the axis (text fig. 10). 

Redwood and Gewm produced maximum dry weight at 50 and 75 
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Text Fic. 8. The effect of different degrees of shading on the production of dry 
matter in plants grown in the greenhouse in midsummer. Tomato, hog peanut, and Geum 
show a decrease in the efficiency with which they use light at the higher intensities. For 
all other plants the dry weight is almost directly proportional to the light intensity. The 
relative position of these curves is not significant. 
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percent of full summer sunlight. When placed in direct sunlight, growth 
in these plants, together with loblolly pine, appeared to have been arrested. 
They immediately developed considerable red pigment in the leaves, while 
the tips of the leaves turned brown and died. Later they apparently 
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TEXT Fic. 9. The effect of different daylight intensities on the production of dry 
matter in plants grown out-of-doors in midsummer. At this time of year a reduction to 
one-half of full daylight caused little decrease in dry weight. 


became adjusted and were growing nicely when harvested. All other 
plants used produced maximum dry weight in full summer sunlight. 
A careful examination of the curves will show a slightly different shape 
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for different species under comparable light intensities. The curves for 
Geum, hog peanut, redwood, tomato, and buckwheat show a tendency 
towards being convex upwards while for sunflowers, tobacco, and Galinsoga 
the curves are nearer Straight lines or convex downward. As one would 
expect, plants which usually grow in the shade, as Geum and hog peanut, 
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Text Fic. 10. The production of dry matter in plants under a range of daylight 
intensities in the late summer. Any decrease in intensity at this time of year caused a 
corresponding decrease in the production of dry matter. 


were found to use light less efficiently at high intensities than at low ones. 
On the other hand, one would expect plants which usually grow in sunny 
habitats to use light with equal or greater efficiency at moderately high 
intensities than at low intensities. Sunflower and Galinsoga maintained 
their initial efficiency rate at considerably higher intensities than Geum 
and hog peanut. 

Total Solar Radiation Required for Growth 


Hourly records of the total solar radiation in gram calories received on a 


square centimeter of horizontal surface are published each month by the 
13 
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New York Meteorological observatory located in Central Park, New York 
City. The Boyce Thompson Institute for Plant Research is only 13 miles 
from this observatory, so it seems reasonable to assume that the radiation 
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Text Fic. 11, The influence of total solar radiation received on the production of 


dry matter in plants. Note that the plants receiving the longer daily period of illumination 
grew better than those grown in midwinter. 


5000 


received at the Institute over a period of a month or more would be approxi- 
mately equal to that received at Central Park. 

Text figure 11 shows the amount of dry weight produced per plant per 
gram calory of radiation received on a square centimeter of horizontal 
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surface. During the period over which these plants were grown the 
temperatures were held fairly uniform as shown above. It will be noticed 
that for both Galinsoga and sunflower the plants grown in midwinter with 
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Text Fic. 12. The influence of light intensity upon the percentage of dry matter in 
plants. 


the shortest day lengths produced the least dry matter per unit energy 
received. This is in accord with results presented by Davis and Hoagland 
(8). Aside from this point the correlation between plants grown at one 
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time as compared with another is not close. This lack of correlation is 
partly due to the fact that the plants were not all harvested at the same age. 


Percentage of Dry Matter 
The percentage of dry matter in the tops of plants increased with 
increasing light intensity, as shown in text figure 12. 
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Text Fic. 13. The influence of light intensity on the proportion of root to shoot. 


Ratio of Root to Shoot 


Low light intensity favors top growth at the expense of root growth. 
This is well demonstrated in the ratio of dry weight of roots to dry weight 
of tops (text fig. 13 and Pl. X XIX). 


Height Growth 


With decreasing light intensity the plants studied tend to increase their 
height. The height attains a maximum at about 20 percent of full summer 
sunlight, or 60 percent of late summer sunlight (text figs. 14 and 15 and Pls. 
XXIX-XXXT). Upon further decrease in light intensity the height 
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falls off rapidly. It seems evident that the light intensity cannot be reduced 
below the point at which maximum height growth occurs without causing 
incipient starvation of the plant. Plants under high light intensities tend 
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TExT Fic. 14. The influence of light intensity on the height growth of plants. 
Contrast with text figure 9, which shows the dry weight of the same plants. The tallest 
plants usually had the least dry weight. 


to attain complete height growth earlier than shaded plants due to the fact 
that they mature earlier (text fig. 16). 
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Strength of Stem and Form of Plant 
The stems of the plants grown under low intensities were weak and 
succulent, often too weak to support the plant (Pls. XXIX-XXXI). 
The lack of sufficient woody material accounts for their weakness and 
brittleness. The heavily shaded plants had long internodes and few 
branches. ‘The density of growth increased with increasing light intensity 
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Text Fic. 15. The influence of shading in late summer on the height growth of 
plants. At this season a decrease to 20-percent intensity caused a decrease in height 
growth. Text figure 10 shows the dry weights of these plants. 


Leaf Development 


The leaf area per plant seemed to follow height growth rather closely 
and attained a maximum at about the same light intensities. Leaf thick- 
ness increased with increasing light intensity as shown by the weight of 
100 square centimeters of leaves and by cross section studies (text fig. 17). 
The internal structure was also modified by light intensities. Under low 
intensities the palisade tissue decreased from two layers to one layer, while 
the intercellular spaces increased slightly. 


Chlorophyll Concentration 


Table 9 shows the chlorophyll concentrations per unit leaf weight and 
per unit leaf area. For all plants studied there is a tendency to increase 
the chlorophyll concentration with decreasing light intensities until a 
critical intensity is reached. Further decrease in light intensity causes a 
decrease in chlorophyll concentration. This is more pronounced when 
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TABLE 9. Chlorophyll Concentration in Leaves 


Plant Materials oa< <<<oes.¢cecececene... Chlorophyll per 10 Grams | Chlorophyll per 100 Sq. Cms. 
“****! Fresh Leaves (milligrams) Leaves (milligrams) 
Outside Shades 
Light Intensity (percent)............ 20 | 47 | 74 |100 205) 47a) 740) LOO 
Sunflowers, June 5-Aug. 20.......... 7 cla Me ean |=2.aiileoe 
Tomato, June 1-Aug. 8.............. 20 | 15 | 14 Ss He ae S Be 
Tobacco; June 5—Aug. 15... 06 .05.. 14 | 10 | 11 9 Qf \R229) |30AN oer 
Galinsoga, June 1-July 5............. ime: || ite |), amd | ae Peg \N storey Wy Ito): || 583 
Guat, FUT S-Sept BE ose ws ee css imow ||| ioe || Hoy || ae BS | Cle || ee | Bar 
Galinsoga, Aug. 16-Sept. 16.......... 327) 2onleanl 1s ell || 208) || Boy || Be) 
Moinato;s Ap. 10-Sept. 17. ac.) 5. . 5. AAS || Fes|) 83 |) 6) S53 1 BO || SEO |) Bae 
Buckwheat, Aug. 17-Sept. 16........ EQ 2z5 |e TOneno ZN wil || Ags) || 5 
Greenhouse Shades 
Light Intensity (percent)............ Sale LON le On| (ie 7an | ae Sh If ey |) Ake) |) ait 
Hog peanut, March 27-Junea........ Bo POR ks eae) Belen |) dese) eee ee ees 
Geum, March 27—June4............. 29 134 S327 241 3.6 14.0 |4.6 | 47. ao 
Galinsoga, June 5-Aug. 8............ ZAZA) | Byes | ae | eer ees | eal Nia | Soy | 23.16) 
Tomato, April 30-June 5............ ON 22 MSF Te 1.0) 2.8. 350 Sen oe 
Sunflower, June 5-Aug. 13........... =|) GF || TBO) te) — | ey asl eee || ane 


considered on the basis of leaf weight than on the basis of leaf area. Sun- 
flower has a relatively low pigment concentration, and shows relatively 
slight variations with light intensity. Hog peanut, on the other hand, 
showed higher concentrations and larger variations under different intensities 
than the other plants used. 


Flowering and Fruiting 


The first flowers were produced at about the same time under all light 
intensities unless the light intensity was so low as to seriously stunt the 
growth. While shading caused no appreciable delay in the time of appear- 
ance of the first flowers, maximum flower development occurred earlier 
with the plants receiving the higher intensities. Ripened fruit also could 
be found in all intensities at about the same time; however, in the higher 
intensities maximum fruit development was earlier. Shading seemed to 
prolong the vegetative and fruiting periods, while full sunlight intensities 
hastened maturity. These observations on flowering and fruiting are 
based on buckwheat and Galinsoga which flower and fruit on any day 
length from 9 hours to 24 hours. Plants grown with less than Io percent 
of full summer sunlight produced only occasional flowers and no ripened 
fruit. Sunflower never flowered on less than 19-percent intensity; buck- 
wheat and Galinsoga, on the other hand, flowered with 8-percent intensity 


but did not fruit. 
Light Quality Studies 


Dry Weight 
Table 10 shows the production of dry matter with 10-percent light 
intensity in the different spectral regions. The dry weight curves for Geum 
are shown in text figure 18. 
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The entire visible and ultra-violet solar spectrum, house II, is more 
efficient for the production of dry matter in the plants grown than any of 
the other qualities used. Removal of the ultra-violet and some violet, 
house I, causes no very significant decrease in efficiency. Blue light, house 
III, also gave satisfactory growth. When all the blue is removed, as in 
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Text Fic. 16. The influence of different daylight intensities on the weekly height 
growth of sunflowers. The plants in full daylight were always shorter. Those receiving 
20-percent intensity continued rapid height growth after the others had begun to mature. 


TABLE 10, Spectral Shades. Dry Weight per Plant in Grams Under to- 
Percent Light Intensity 


Wave Lengths Transmitted (millimicrons) 


II Ill I IV Vv 
290-720 | 374-585 | 389-720 | 472-720 | 529-720 

Galinsoga, May 30-July 5... 0). sean talon 57 31 -40 (a) 26 
Galinsoga, July, 1-Aug. 1524: <ts am ienee cers .28 .20 as oe “10 
Galinsosa SeptnG—-OCta 10a ee 55 2, 63 237; ALG/ 
SUMMON, |fWONS FONG, TB onc oococgoauaoeue 1.16 55 49 .03 -04 
Swoon, SE WONG Boo occgoteceunsecns .40 <22 55 20 aunt 
GOD, ebb UCAOG. Phe noe sgnccneuiessevene 2.30 1.32 1.08 1.26 {583 
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Text Fic. 17. Camera lucida drawings of cross sections of buckwheat leaves of 
Oct. 12 to Nov. 23, 1927 series. The light intensities of beds I to 5 were respectively 71, 
36, 19, 5, and 0.6 percent of full daylight. The lower intensities cause a decrease in the 
number of palisade layers, in the size of cells, and in total leaf thickness. The intercellular 
spaces increased somewhat. 
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house V, a serious decrease in efficiency results, while house IV is inter- 
mediate in efficiency. 
Form and Vigor 

Normal plants have not been grown without the use of blue light (see 
Pl. XXXII). The plants of house V, minus blue, were tall and weak, thus 
suggesting etiolated plants in appearance. The leaves were badly rolled 
and often crinkled. Plants grown under the blue glass seemed to be stunted 
somewhat, having very short internodes but rather sturdy stems. The 
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Text Fic. 18. The effect of different light qualities and intensities on the production 
of dry matter in Geum. Curve II is for normal daylight; curve I is minus ultra-violet; 
curve III (dotted) is blue light; curve IV is minus violet and part of blue; curve V is mi ay 
all the blue. Quality IJ is most efficient and quality V is the least eficients a 
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plants from house II were always most sturdy and vigorous, followed by 
those of houses I and IV. Blue light if of sufficient intensity prevents 
excessive elongation and an etiolated type of growth. 


Chlorophyll Concentration 
Table 11 shows the chlorophyll concentrations in the different houses. 


TABLE 11. Chlorophyll Concentration, Spectral House Shades 
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In all light qualities used, the plants increased their chlorophyll concen- 
tration with decreasing intensity to a certain point. For 10-percent 
intensity all qualities gave approximately the same chlorophyll concen- 
tration—house V was usually lower and house III often higher than the 


others. 
DISCUSSION OF RESULTS 

The light intensities needed for survival of the plants used seem to be 
even much lower than the values given for other plants by Bates and 
Roeser (1), Burns (5), and Grasovsky (11). However, the determination 
of the minimum light intensity required for mere existence of a particular 
species is probably of little ecological significance, since the plants studied 
demand ten times as much light or more for flowering and fruiting. It 
seems probable that if several species of plants were competing on an area 
which was illuminated by a light intensity well above that required for 
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survival the plants having the fastest growth rate would become dominant, 
at least for the first generation, rather than those having the lowest light 
requirement for survival. The difference in the ability to survive under 
low light intensities may be due not so much to differences in the efficiency 
of the photosynthetic equipment of different species as to differences in 
the basal metabolism of the growing plant. 

With increasing light intensity the rate of growth as measured by 
increase in dry matter is almost directly proportional to the light intensity 
up to 20 to 30 percent of full summer sunlight. Above 50-percent intensity 
the amount of growth increases very little with further increases in light. 
While slight shading causes no marked deleterious effects, shading which 
cuts out 80 percent or more of the light reduces the amount of growth 
considerably. 

The optimum light intensities for the production of dry matter were 
much higher than those found by Grasovsky (11), Lubimenko (19), and 
Shantz (27). They are in approximate accord with the values given by 
Combes (6), Garner and Allard (10), Popp (21), Rosé (23), and Zillich (29). 
In view of the wide differences in species used, methods of experimentation, 
and especially of temperature and sunlight conditions, close agreement 
cannot be expected. 

The differences in the dry weight curves for the plants grown in the 
greenhouse shades compared to the plants grown in the outside shades at 
the same time are attributed in part to the higher range of light intensity 
outside, but largely to the higher temperature conditions prevailing inside 
the greenhouse. Temperature must have acted as a partially limiting 
factor in the outside shades. This is in accord with the conclusions of 
Blackman and Matthaei (2) for the influence of temperature on the rate of 
photosynthesis, and with data presented by Davis and Hoagland (8), 
which showed that the temperature required for optimum dry weight 
production increased with increasing light intensity, within certain limits. 

The correlation between dry weight produced and total solar energy 
received is not close. To secure good correlation of these factors the 
temperatures should be uniform, the day lengths should be the same, the 
plants should be harvested at the same age, and the light intensities should 
not be so high at any time as to either directly or indirectly inhibit the rate 
of photosynthesis. 

A number of investigators have reported on experiments on the effects 
of light conditions upon the growth of plants in which height measurements 
and notes of general vigor were used as criteria of growth. For the plants 
used by the writer height and general appearance proved to be the least 
reliable criteria, while dry weight of the entire plant and dry weight of the 
fruit proved the most reliable. A comparison of text figures 9 and 10 with 
14 and 15 shows that dry weights increased while height decreased with 
increasing light intensity. Even fresh weight may be deceptive due to 
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the much greater water content of the shaded plants. The necessity of 
considering the roots of woody plants is well emphasized by the redwood 
from the outside shades. At 20-percent intensity the root formed only 
25 percent of the dry weight of the entire plant, while at 100-percent in- 
tensity the root formed 46 percent of the total dry weight. Low light 
intensities tend to produce vegetative growth at the expense of flowers and 
fruit, top growth at the expense of root growth, large leaf area at the expense 
of leaf thickness, and succulence at the expense of sturdiness. 

Of the plants investigated sunflower is the most exacting. It needed 
more light for survival, more for flowering and fruiting, more for maximum 
height growth, and more for attaining maximum dry weight. Not only was 
sunflower more exacting in its intensity demands but it also showed much 
greater injury when grown in fractional parts of the solar spectrum than the 
other plants used. Sunflower was able to use the light with almost equal 
efficiency up to the highest intensities used, provided the temperature was 
sufficiently high, while Gewm and hog peanut showed a decided decrease in 
efficiency at the higher intensities. The increased efficiency of Geum and 
hog peanut at lower intensities may be attributed in part to their ability 
to increase their chlorophyll concentration. 


ECOLOGICAL SIGNIFICANCE 


Since the light intensities under forest canopies are only 0.16 to 20 
percent of full sunlight, and since a reduction of the light intensity below 
20 percent of full sunlight causes a marked decrease in the amount of dry 
matter produced by plants, it seems evident that the light intensities 
prevailing under well stocked stands of forest trees are almost always 
below the optimum for the growth of higher plants, and may often approach 
the limiting values for survival. However, it should be borne in mind that 
light is not the only growth factor which may be below the optimum in the 


forest. 

The change in quality of the light passing through the forest canopy, 
on the other hand is not a serious factor in the growth of the plants. The 
loss of the blue spectral region due to absorption by the leaves is more than 
compensated for by the gain in percentage of skylight as shown by Klugh’s 
measurements (15, 16). The loss in the red region causes no significant 
difference in the efficiency of the light as shown by studies in the spectral 
houses. It seems certain that the poor growth of plants under forest 
canopies is not to be attributed to changes in light quality. 

The increase in the percentage of the blue spectral region of forest light 
compared to daylight will cause intensity determinations, made by the 
use of light-sensitive paper, which is affected more by the blue region than 
by the red region, to be too high. Only methods which are uniformly 
sensitive to all wave lengths can be sately used in comparing forest light 


with daylight. 
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SUMMARY 


1. Plants were grown under four sets of light conditions: (1) under cloth 
shades inside a greenhouse; (2) under cloth shades out-of-doors; (3) in a con- 
stant-condition room supplied with artificial illumination; (4) in a series of 
houses covered with glasses transmitting definite spectral regions. Curves 
are presented showing the influence of light intensity upon the total pro- 
duction of dry matter, percentage of dry matter, height growth, and ratio of 
roots to shoots. Studies of chlorophyll concentration, leaf area, and time 
of flowering and fruiting were also made. The effects of different qualities 
of light on growth are shown. A discussion of the silvical and ecological 
significance of the studies is given. 

2. The light needed for the survival of the plants grown is very low, 
being less than 40 foot-candles for all except sunflower, which requires a 
much higher intensity. 

3. Redwood and loblolly pine are able to survive for a period of 6 
months under a light intensity at which they are barely able to increase in 
dry weight. Sunflowers, on the other hand, died within two or three 
weeks. 

4. At low light intensities the dry weight produced by the plants studied 
is almost directly proportional to the intensity received up to about 20 
percent of full summer sunlight. At higher intensities the slope of the 
curve falls off, shade plants showing a decrease at lower intensities than sun 
plants. 

5. The percentage of dry matter in tops, the ratio of dry weight of 
roots to dry weight of shoots, the density of growth, the strength of stem, 
and the leaf thickness all increased with increasing light intensity. 

6. Leaf area and height attained maxima at light intensities of about 
20 percent of full summer sunlight. 

7. Chlorophyll concentration increased with decreasing light intensity 
until the intensity was so low that it hazarded survival. Further decrease 
in light intensity caused a decrease in chlorophyll concentration. 

8. The time of maximum flowering and fruiting was considerably 
delayed by low light intensities. Fruiting did not occur at all in the plants 
studied in intensities below 8 percent of full summer sunlight. 

9. The entire visible and ultra-violet solar spectrum is more efficient 
for the growth of the plants studied than any portion of it used; the blue 
region of the spectrum is more efficient than the red region. 

10. Light intensity is usually a limiting factor in the growth of the 
vegetation under a forest canopy. 

11. Light quality is not a seriously limiting factor in the growth of 
plants under forest canopies. 

12. Moderate variations in soil moisture are not likely to cause significant 
changes in the dry weight produced by plants provided the moisture content 
is not so low that it approaches the wilting coefficient, or so high that it 
approaches saturation. 
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EXPLANATION OF PLATES 


PLATE XXVIII 


Fic. 1. The constant-condition room showing method of illumination. 

Fic. 2. A greenhouse shade showing air inlet, spreader, atmometer, and thermometer. 

Fic. 3. An outside shade showing tile air inlet, atmometer, and thermopile. The 
front has been removed. 


PLATE XXIX 


Fic. 4. Redwood plants grown for 55 days on 12-hour days in constant-condition 
room. ‘The figures above the plants show the light intensity in foot candles. 

Fic. 5. Redwood plant from the greenhouse shades, grown from March 27 to October 
22, 1928. The figures on the pots show the light intensity in percentage of full sunlight. 

Fic. 6. Redwood plants grown in outside shades June I to Sept. 26, 1928. Figures 
on the pots show the light intensities in percentages of full summer sunlight. 


PLATE XXX 


Fic. 7. Sunflowers from constant-condition room grown for 48 days with 12 hours 
daily illumination. The figures on the pots are light intensities in foot-candles. 

Fic. 8. Sunflowers from greenhouse shades June 5 to August 13, 1928. Figures on 
- the pots represent light intensities in percentages of full summer sunlight. 

Fic. 9. Sunflowers from outside shades June 5 to August 20, 1928. Figures on the 
pots represent light intensities in percentage of full summer sunlight. 


PLATE XXXI 


Fic. 10. Galinsoga plants grown in the constant-condition room for 35 days with 
12 hours daily illumination. Figures on the pots show the light intensities in foot-candles. 

Fic, 11. Galinsoga plants grown in greenhouse shades from June 5 to August 8, 1928. 
Figures on the pots show the light intensities in percentages of full summer sunlight. 

Fic. 12. Galinsoga plants grown in outside shades from June 1 to July 6, 1928. 
Figures on the pots show the light intensities in percentages of full summer sunlight. 


AMERICAN JOURNAL OF BoTAny. VOLUME XVI, PLATE XXVIII. 
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AMERICAN JOURNAL OF BOTANY. VOLUME XVI, PLATE XXIX. 
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VOLUME XVI, PLATE XXX. 
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AMERICAN JOURNAL OF BOTANY. 


VOLUME XVI, PLATE XXXI. 
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AMERICAN JOURNAL OF BOTANY. VOLUME XVI, PLATE XXXII. 
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PATE EXOOX TT 


Fic. 13. Geum plants grown in constant-condition room for 54 days with 12 hours 
daily illumination. Figures on the picture show the light intensities in foot-candles, 

Fic. 14. Sunflower plants grown in the spectral-house shades from June 5 to August 
15, 1928. The Arabic figures on the pots show light intensities in percentages of outside 
sunlight. Roman numerals show the house number. 

Fic. 15. Geum plants grown in the spectral-house shades from July 10 to October 24, 
1928. Arabic figures show light intensities. Roman numerals show the house numbers. 

Fic. 16. Galinsoga plants grown in spectral-house shades from May 30 to July 5, 
1928. Arabic figures show light intensities. Roman numerals show house numbers, 


14 


Reprinted from the Amer. Jour. Bot. (vol. 16, pp. 433-440, June, 1929) 


EFFECT OF CHEMICALS, TEMPERATURE, AND HUMIDITY 
ON THE LASTING QUALITIES OF CUT FLOWERS 


A. E. Hircucock AnD P. W. ZIMMERMAN! 


INTRODUCTION 


Numerous suggestions for methods of prolonging the life of cut flowers 
have appeared in journals or in books relating to floriculture. In only a 
few cases, however, have these suggestions been accompanied by experi- 
mental data. 

Fourten and Ducomet (1) reported several chemicals as being effective in 
extending the life of cut flowers from 2 to 10 days beyond that of the 
untreated ones. Compounds were classified as favorable, indifferent, 
aseptic, or injurious. Some of the favorable compounds were as follows: 
potassium hydroxid, calcium hydroxid, potassium chlorid, potassium nitrate, 
potassium sulfate, ethyl alcohol, ammonium phosphate, and cane sugar. 
Several organic acids (acetic, oxalic, tartaric, and citric), ammonium chlorid, 
ammonium hydroxid, ferrous sulfate, and sodium nitrate were some of the 
compounds listed as unfavorable. Favorable treatments extended the life 
of Primula, Myosotis, Asperula, and Silene from 4 to 9 days. 

Knudson (2) used many treatments in testing the effect of various 
compounds on the keeping qualities of cut flowers, but he was unable to 
substantiate the favorable results of Fourten and Ducomet. Most of the 
flowers which Knudson used were those havjng a relatively short duration 
of life. He also stated that zinc sulfate, a mixture of strontium and calcium 
chlorid, and a mixture of barium and calcium chlorids prevented the decay of 
African marigold and zinnia flower stems. 

Laurie (3) states that each of the following chemicals prolonged the life 
of carnations, chrysanthemums, dahlias, and hollyhocks: a one-tenth- 
percent solution of boric acid, potassium permanganate, nitric acid, or 
potassium nitrate; a one-percent solution of cane sugar; and a solution 
containing one-half tablet of aspirin in two quarts of water. Asters kept 
twice as long in a one-tenth-percent solution of cane sugar as those which 
were not treated. 

Perret (4) concluded that low-temperature treatment was the most 
effective means of preserving cut flowers. He considered relative humidity 
to be an important factor, the most favorable results occurring within the 
limits of 60 to 90 percent of saturation. 

Since there is no reliable clue as to the nature of chemicals which may 
improve the keeping qualities of cut flowers, a selection of chemical com- 


‘ Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 
date of receipt of the manuscript. 
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pounds for the purpose of making these tests must be based upon a trial- 
and-error method of procedure. The experiments described by the writers 
were planned for the purpose of testing experimentally some of the more 
popular claims, but in particular the effect of aspirin on the lasting qualities 
of cut flowers. In addition to other chemical treatments some experiments 
were performed to learn more about the importance of temperature and 
humidity. These two phases of the work are presented separately. 


CHEMICAL TREATMENTS 


Materials and Methods 
Aster, Coreopsis, Gladiolus, Phlox, and Delphinium were placed in solutions 
of the compounds listed below. Not all of these compounds were used 
on any one variety of flower. Dahlia, Cosmos, snapdragon, Chrysanthemum, 
and Lilium rubrum were subjected to aspirin treatments only. The 
following compounds were used for the treatment of cut flowers: 


1. Acetic acid 27. Glycerin 

2. Acetyl salicylic acid * 28. Iodine 

3. Alanine 29. Janus green B 

4. Alcohol (ethyl) 30. Knop’s sojution 

5. Anilin blue 31. Leucine 

6. Asparagine 2. Lithium chlorid 

7. Aspirin (tablets) 33. Magnesium acetate 
8. Atropine 34. Nicotine 

9g. Barium acetate 35. Nu-green 

10. Barium chlorid 36. Potassium ferricyanid 
It. Barium hydroxid 37. Potassium permanganate 
12. Belladonnine 38. Quinine 

13. Calcium acetate 39. Safranin 

14. Calcium carbonate 40. Sodium acetate 

15. Calcium hydroxid 41. Sodium bicarbonate 
16. Calcium oxalate 2. Sodium carbonate 
17. Calcium salicylate 43. Sodium chlorid 

18. Camphor 7 44. Stout’s solution § 
19. Cupric acetate 45. Strontium acetate 
20. Cupric chlorid 46. Strontium chlorid 
21. Cupric nitrate 47. Strontium nitrate 
22. Copper sulfate 48. Sulfanilic acid 
23. Cobalt acetate 49. Sulfurous acid 
24. Florocein 50. Uspulun 
25. Flower food (plant food) 51. Xylol 
26. Gallic acid 


* Acetyl salicylic acid is the principal constituent of aspirin tablets. 

+ One-fourth teaspoon to I quart of water, one-half and one-fourth strength. 

§ One tablespoonful each of table salt, sodium bicarbonate, and ammonia water in 1 
quart of water, and 1 tablespoonful of this mixture in 1 pint of water. 
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Preliminary tests were first run to determine the limits of decidedly 
injurious concentrations. Dilutions of one-fifth, one-half, or one-tenth 
were made from I- to 10-percent solutions until concentrations of from 0.001 
to 0.000001 percent were reached. Repetition of treatments was then 
confined to concentrations which were slightly injurious and to more dilute 
ones. Solutions were usually placed in graduates, both to facilitate dilution 
procedure and to determine the amount of water used by the flowers. Tap 
water was used in most of the experiments since no difference could be 
detected between the response of flowers in tap water and that in distilled 
water. The use of solvents other than water was sometimes necessary, but 
in such cases a solution of the pure solvent was used as a check in addition 
to a water check. Flowers with a similar external appearance were regarded 
as being comparable. In some of the experiments flowers were used which 
had opened from bud within 16 or 24 hours’ time. 


Experimental Results 


None of the compounds was noticeably effective in prolonging the life 
of cut flowers used in these experiments. Many of the solutions in concen- 
trations lower than 0.25 percent were either beneficial or non-toxic to the 
flowers. Coreopsis in 0.5- to 2.5-percent ethyl alcohol, for example, was 
usually better than the check. Most of the chemicals, however, were toxic 
in concentrations greater than 0.25 percent. In concentrations greater than 
0.01 percent the following compounds produced injury consistently: acetyl 
salicylic acid (both aspirin tablets and the chemically pure salt), cupric 
acetate, cupric chlorid, cupric nitrate, copper sulfate, cobalt acetate, 
calcium salicylate, lithium chlorid, nicotine, nu-green, potassium ferricyanid, 
sulfanilic acid, and uspulun. Xylol was toxic when added at the rate of 
2.5 cc. per 250 cc. of water. Copper salts were sometimes injurious at a 
concentration of .oo1 percent, the same variety of flower responding differ- 
ently at one time than at another. 

Injury was not always in the form of wilting or browning of petals and 
stems. Changes in petal color resulted from treatment with acetates of 
copper, barium, strontium, magnesium, and sodium; chlorids of lithium, 
barium, strontium, and sodium; sodium carbonate, sodium bicarbonate, 
barium hydroxid, sulfurous acid, and anilin blue in concentrations of 0.5 to 
0.125 percent. ‘The two carbonates and lithium chlorid produced the most 
marked fading of pink portions of Gladiolus petals. Lithium chlorid was the 
most effective in causing the lower dark red portions of Gladiolus petals to 
turn deep purple. Flowers undergoing pronounced color changes did not 
last as long as the checks, but those showing slight color changes were 
comparable with the untreated lots except for depth of color. Even though 
the four copper salts in concentrations greater than .05 percent usually 
injured the stems of Gladiolus, the petals would often remain in gaod 
condition as long as those of the untreated flowers. 
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The effect of a particular compound was not always the same for different 
Varieties of flowers. Phlox, for example, was injured by a 0.003-percent 
solution of gallic acid, whereas it required a 0.1-percent solution to injure 
Delphinium. Although a I-percent solution of copper sulfate injured aster 
stems badly, Phlox stems were unaffected by the same treatment. Flowers 
of Lilium rubrum were injured by a 0.003-percent solution of sodium 
chlorid, while a concentration greater than 0.05 percent was required to 
injure Coreopsis. 

Stems of Aster and Phlox were preserved in excellent condition when 
placed in a 0.5- to 0.05-percent solution of potassium permanganate. Higher 
concentrations of permanganate were equally effective when the flowers 
were transferred to water after a one-hour treatment. 


Discussion 


Although many treatments appeared to be beneficial, the variation in 
response among lots receiving similar chemical treatment at different 
times was as great as that between treated and untreated lots. A similar 
variation occurred among untreated lots of the same variety of flowers which 
were taken at different times. In view of this variation the beneficial 
results for individual treatments can not be considered as significant, with 
the possible exception of the ethyl-alcohol treatment. Since Phlox and 
Coreopsis usually lasted from 1 to 2 days longer when placed in ethy] alcohol 
than similar untreated lots, this treatment must be considered as slightly 
favorable. 

The use of potassium permanganate is certainly one means for preventing 
the rapid decay of Phlox and Aster flower stems, but in these experiments the 
floral parts were not benefited in proportion. The comparatively short 
time which asters lasted may be accounted for in part by the fact that 
practically all plants from which these flowers were taken had aster yellows. 

In the early experiments no attempt was made to control temperature or 
humidity, but in other later experiments these two factors were found to be 
of considerable importance. Individual variation among a given lot of 
flowers receiving the same treatment was such that some would remain in 
perfect condition for from one to several days longer than others, even 
though all flowers had opened from bud within the same period (16 or 24 
hours) and were selected to be comparable in external appearance. 

The possibility of beneficial chemical treatment of cut flowers is by no 
means precluded by these or similar experiments, but certainly the results 
were not sufficiently striking to warrant the use of such compounds as 
aspirin, sodium carbonate, sodium bicarbonate, and sodium chlorid. As 
Knudson pointed out, a favorable treatment would be expected to slow up 
the normal maturing processes that make for seed production and the 
consequent loss of floral parts. Since it is known that low temperature 
(3° to 10° C.) will retard the maturing processes in flowers, many attempts 
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have been made to find a chemical treatment which would produce similar 
results at room temperature without at the same time causing injury. 

The fact that anesthetics will retard certain metabolic processes in man 
has been partly responsible for attempts to find a chemical treatment which 
will ‘“‘put flowers to sleep”’ very much the same as ether: will anesthetize 
human beings. Since low temperature may be regarded as a favorable 
treatment, and since it retards transpiration, it might be expected that a 
favorable chemical treatment would likewise reduce water loss from floral 
parts. In these experiments transpiration was reduced by many of the 
chemical treatments, but in all cases the flowers which remained in the best 
condition were those that lost the greatest amount of water daily. Thus 
the relative amount of water lost was an index to the condition of the 
flowers. 

EFFECT OF TEMPERATURE AND HUMIDITY 


Materials and Method 


Cut flowers of carnation, rose, Cosmos, and Dahlia were subjected to 
different temperatures and humidities. Flowers placed under bell-jars 
received air which was first passed through a series of three 1-liter flasks 
containing a known concentration of reagent quality sulfuric acid. By 
varying the concentration of sulfuric acid it was thus possible to provide a 
series of different vapor pressures. Vapor-pressure calculations were taken 
from Wilson’s chart (6) and the resulting relative humidities were measured 
in the bell-jars with Shippy’s modified wet and dry bulb apparatus (5). 
“Petticoat bubblers’’ were used in each flask in order to insure the attain- 
ment of equilibrium relations between the air drawn through and the 
sulfuric acid solution. 

Laboratory temperature was decidedly variable (22° to 34° C.). Re- 
frigeration rooms, however, were kept constant at 20°, 15°, 10°, and 5° C. 
Humidity experiments were run at room temperature, 15°, and 10° C. Four 
varieties of carnations were used (Morning-low, Supreme, Ward, and a 
yellow variety). Briarcliff Rose, Jersey’s Beauty Dahlia, and both the 
early and late flowering Cosmos constituted the other varieties of flowers 
used. Carnations and roses were purchased from a local florist. All other 
varieties of flowers were grown on the Institute grounds. 

Final data were taken for each treatment when the majority of the 
flowers ceased to remain in good condition. The total time lasted does not 
include the day on which final data were taken. 


Results 


The effect of constant temperature on the keeping qualities of cut flowers 
is shown in table r. Data concerning alternating temperatures are given in 
table 2. Coreopsis, for example, lasted four times as long at 5° C. as at 
room temperature. Cosmos was not so greatly benefited by low tempera- 
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TABLE 1. Effect of Temperature on Coreopsis and Cosmos 


Number of Days Flowers Lasted 


Temperature in ° C. Coreopsis Cosmos 
Lot I Lot II Lot III Lot I Lot II 
Room @2=34°C.)\........... 4 3 2 a 3 
PAO SES Ai We RS OT ae ee eee 5 3 3 2: 3 
LESS ONG Tea ye RO ee ee Ne eee ee gf if 5 2 4 
AOE SS Gales Tho SOL ce ear hi bi, APR eee I2 8 9 3 5 
Gierarartaenanseihrd cbsicie. creme chs ote. 18 13 14 a 5 


TABLE 2. Effect of Alternating Temperature on Coreopsis 


Temperature Conditions in ° C. ene = Days ae arco 


Room during day, 5° at night,.................... 6 6 
- = Geel On See Seine Ara ee ee are 6 6 

‘ ae ae 
. x if Py . ON OCD eS a eA 4 4 
2 OPT Mae Me 2 Ti FOR en ae ie = 4 2 
i=? NETO: MRE Rn i tea eee 12 - 
10° - - 5 7 Ee tah oa oo oteeeio a ee 13 = 
5 ,room Ds See a tee eae ee B 4 
2A hours ae tuom, 24 hore at 5°. << 24. .c.+e.. ec... = 8 
5 2ideve, rest-of time at Toon... «.. 5. <e6ce., ccc... — 5 
Se eee Ser M ae CURE Se foc) nee eae y — 6 


ture. When flowers of Coreopsis were kept at room temperature during the 
day and at 15° or 10° C. during the night, a gain of only 2 days resulted. 
Alternating between 5° and 10° C. day and night, respectively, was the 
same for Coreopsis as a constant 10° C. temperature. A gain of 2 days over 
the day and night alternation resulted when the flowers were kept 24 hours 
at room temperature and 24 hours at 5° C. Coreopsis stored at 5° C. for 2 
and 3 days lasted an additional 3 days when removed to room temperature. 
Similar lots placed at room temperature from the beginning also lasted 3 
days. After 7 days’ storage at 5° C. Coreopsis and Gladiolus wilted in a 
short time when transferred to room temperature, Coreopsis lasting one 
day and Gladiolus lasting only 3 hours. Both lots were in perfect condition 
at the time of transfer, at least so far as external appearance was concerned. 

Data showing the effect of relative humidity at different temperatures 
are given for carnation in table 3, and for rose in table 4. Carnation 
showed a consistently favorable response not only to a relatively high 
humidity, but to a humidity of 98 percent as compared with one of 80 percent. 
Low temperature treatment was also decidedly beneficial to the carnation, 
especially at a high humidity. It must be noted, however, that carnation 
kept as well at the lowest humidity (15 percent) in the 10° C. room as in a 
saturated atmosphere at room temperature. 
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TABLE 3. Effect of Temperature and Humidity on Carnation 


Number of Days Flowers Lasted 


Room Temp. (22-34° C.) tion Oy TOUCe. 
Relative Humidity 
Lot No. Lot No. Lot No. 
I Il Ill IV I Il I Il Iil IV 
JNGh gre cone cerns chG cise a 
15 3 I I 2 ® 3 5 3 2 3 
mance eae : Z 5 : 5 2 : : 2 
Boe ma te ee lao eee I 4 Ais Bo ad 2 3 
98 + 5 2 I 4 6 5 Ri 5 8 II 
BS en, eee eto : i E B i> 5 ae 9 12 12 
TABLE 4. Effect of Temperature and Humidity on Rose (var. Briarcliff) 
Number of Days Flowers Lasted 
Relative Humidity pena TSeuGs noc, 
Lot I Lot II Lot I Lot Il Lot I Lot II 
UNNI panty in ie eS hese eerie a Ket tee 3 4 5 3 9 10 
LG ruier ae Seren tame ear Na eee oe 3 4 5 2 8 10 
tra Natit rey iomeie ey Rams eae Om a 5 7 2 12 10 
SOS Pact titan ieeicen oer? Geter: 3 5 if 5 8 9 
OSealeh wae cis eniayate heck nomen 3 5 6 9 9 10 


Roses lasted 2 to 3 times as long at 10° C. as at room temperature but 
they were not particularly benefited by a high humidity. Cosmos and 
Dahlia were variable, some lots lasting best at high, and other lots at low 
humidities. 

Discussion 

Low temperature treatment was beneficial in practically all cases, but 
especially so for Coreopsis and carnation. Alternating high and low 
temperatures do not appear to be so effective on a day and night alternation 
as on a 24-hour alternation. Flowers stored at 5° C. for 7 days or longer 
may be expected to wilt much sooner when removed to temperatures above 
22° C. than a fresh lot of flowers. 

The behavior of Dahlia was somewhat puzzling. Jersey’s Beauty 
dahlias placed at 5° C. remained in perfect condition for 14 days, yet similar 
lots placed at 10° C. lasted only 4 days. It is to be noted, however, that 
according to the results given in tables 3 and 4 there was a considerable 
difference in response of flowers placed at 10° C., 15° C., and room tempera- 
ture. In the case of Coreopsis (table 1) 5° C. was much more favorable than 
Tome 

In the case of carnation there was a close correlation between the degree 
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of relative humidity and the lasting quality of the flowers. This relation, 
however, was noticeably modified by temperature. While it is to be 
expected that all kinds of flowers will not respond similarly to a given set of 
temperature and humidity conditions, humidity is nevertheless important 
and may be a limiting factor even at 10° C. 


SUMMARY 
Chemical Treatment 


I. None of the 50 chemical compounds used was noticeably effective in 
prolonging the life of cut flowers. 

2. Within a restricted range of concentrations certain compounds were 
toxic and others were not. Injury was manifested in Gladiolus as wilting 
and as a color change in the petals. 

3. Potassium permanganate was consistently effective in preventing the 
decay of the flower stems of Phlox and Aster, although for the floral parts 
no marked gain in time of lasting resulted from this treatment. 

4. Variation among individual flowers was such that in check lots as 
well as in treated ones some of the flowers would be in good condition after 
a few days while some would be badly wilted or dead. 


Effect of Temperature and Humidity 


1. Low temperature (5° to 10° C.) was especially favorable for keeping 
cut flowers of coreopsis, carnation, and rose. Dahlia and Cosmos were not 
so greatly benefited at 10° C. 

2. Carnations kept 2 to 3 times as long in an atmosphere which was 
nearly saturated as they did in a humidity below 80 percent of saturation. 
The other varieties of flowers were not so greatly benefited by high humidity 
treatments. 

3. Carnations lasted longer at low humidities if the temperature was 
also low, but humidity was a limiting factor even at 10° C. 
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VEGETATIVE PROPAGATION OF le(OILIL 
P. W. ZimMerMAN AND A. E. Hitcucock 


Propagation of hollies has been considered an important subject in 
recent years because of extensive ravages made upon these plants at 
Christmas time and also because of their growing popularity as ornamentals 
for home planting. Nurserymen have not been able to supply the demand 
for plants since seeds have germinated very poorly and cuttings have not 

_responded well. An occasional cutting has been rooted from time to time 
by some growers but their success has been far too infrequent to be of any 
commercial importance. Hollies are dioecious, and due to the fact that 
berried types can not be selected from seedlings until the plants are several 
years old vegetative reproduction is of particular value. There is also 
much variation in leaves, berries, and size among seedlings, and if a good 
method for vegetative propagation can be found, new plants which would 
grow true to type could be made from selected trees. 

Cutting material was taken from one deciduous and five evergreen 
species of holly, though most of the experimental work was done with one 
evergreen variety, lex opaca. The results reported in this paper are 
concerned with the following topics on vegetative propagation of holly: 
the percentage of rooting from cuttings; the variation in response of material 
from different trees; seasonal effects; the age of the tissue as affecting 
rooting; variation according to rooting media used; leaves as necessary 
organs on cuttings of evergreen varieties; light requirements; temperature 
and time required for rooting; position of roots; chemical changes while the 
cuttings are in the rooting medium; and the growth of holly plants which 
have been produced from cuttings. 


MATERIAL AND METHODS 


Source of Holly Material—For the most part materials used in the 
experiments came from Maryland, New Jersey, or Massachusetts. Smaller 
collections have come from the New York Botanical Garden, Pennsylvania, 
Oregon, and California. 

Selection of Cutiing Material.—Material with little or no leaf-spot disease 
was made into three types of cuttings as follows: (1) current year growth 
cut to eliminate the old wood; (2) current year growth plus enough two- 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 


N. Y., and the Maryland Agricultural Experiment Station, College Park, Maryland; pub- 
lished at the expense of the Institute out of the order determined by the date of receipt of 


the manuscript. 
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year-old wood to furnish cuttings four to five inches in length, and (3) culls 
which were generally discarded but were used in a few cases to determine 
the rooting capacity of old wood. The basal portions of culls were generally 
two to four years old. 

The uppermost three or four leaves were left on the cuttings. It was 
impossible to make the cuttings so as to leave exactly the same amount of 
leaf area on each specimen. An attempt was made to approach uniformity 
by removing whole leaves or parts of leaves. 

Time of Year.—The experiments reported in this paper were conducted 
with material collected between August and January inclusive. Rooting 
was equally good any time between August and December 31. Thereafter 
there was some variation according to weather conditions which may cause 
winter injury. 

Media Used.—Water-washed sand, bank sand, peat moss, slag, and 
mixtures of peat moss and sand, constituted the media used. The water- 
washed sand was neutral in reaction; the bank sand had a pH value of 
5.5 to 6, the slag was alkaline with a pH value of 8 to 9, and the peat moss 
showed a pH of 3.6 to 4.0. When peat moss was used with sand, 50 percent 
of each by volume, the mixture generally gave a pH value of 4.5. The 
medium was approximately six inches deep in the bench. 

Method of Planting Cuttings.—The cuttings were planted so that the 
leaves rested on the medium. It was generally necessary to slant the 
cuttings to make the leaves lie flat and also to keep the base of the stem 
away from the boards holding the medium. Usually the basal portions of 
the lowermost leaves dipped into the medium. With this method it was 
necessary to remove the cutting from the medium to observe root develop- 
ment. 

Time Required.—Some cuttings root in three weeks’ time, but to obtain 
a high percentage of rooting it is necessary to leave the cuttings in the 
medium for three to four months. Plants that are to be potted should 
have a large root system which will not break easily. To obtain such 
results requires approximately 14 weeks. 

Temperature.—Evergreen hollies were grown in greenhouses with a 
temperature range of 60° to 75° F. On clear days the temperature often 
went above 75° F. Jlex verticillata was grown in constant-temperature 
incubators majntained at 80.6°, 75.2°, 68°, and 59° F. While in the 
incubators the cuttings were surrounded with moist sphagnum moss either 
in long glass tubes or in clay pots. When in glass tubes the basal portion 
of the cutting was placed so that it could be observed without being removed 
from the medium. With this method roots could be seen within a short 
time after they emerged from the bark. 

Handling of Holly Plants—When it was desirable to grow holly plants 
which had been produced from cuttings, they were potted and placed in 
Wardian cases (board cases with glass covers) until new roots had started 
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to grow. The cases were used fcr tke Furpose of mantaining a high relative 
humidity about the newly potted plants. After three weeks in the cases 
holly plants were set on the bench and handled like the average potted 
plants. 

Holly does not require a special type of soil. It does especially well, 
however, in leaf mould or a mixture of peat moss and soil. 

Potted plants may be planted out of doors any time during spring or 
early summer. If new shoots arise after July 15 they are apt to be injured 
by cold weather during the winter. 


RESULTS 


Variation in Rooting of Ilex opaca Cuttings According to the 
Source of Material 


Table 1 shows the results of experiments with cuttings from four different 
trees growing in Massachusetts. The cuttings were all in the same green- 


TABLE 1. Variation in Rooting Response of Holly (I. opaca) Cuttings Taken from Four 
Different Trees in Massachusetts. The Cuttings Were Placed in a Medium of 50 Per- 
cent Peat Moss and 50 Percent Sand on Oct. 28, 1927 and Left Until Feb. 6, 1928 


nn [iiTiEEEET::,J-AC, $e 


Tree Type of Total No. Percentage Percentage 
Designation Cutting Cuttings Rooted Dead 
@ree no. 0. .... Current growth I6I 39.5 eS 
oO ean ete as - 46 59 15 
i eee eee is 67 80 2 
es eet ts 88 81.5 9 
Gree no. ©. .... Current growth plus a 147 47 6.6 
portion of old wood 
Ss Gee ea ny Tay 45 33 
Se cle Te eae y 316 Re 8.5 
Ee ee err ss 60 78 14 
Tree no. o..... All types, including culls 1,001 47.7 5.3 
I en os 244 Bile7 22 
Ee * 844 73-3 7-7 
“c “cc Z ae “c 685 65 21.9 


house and grown in a mixture of 50 percent peat moss and 50 percent sand. 
The experiments were started on October 28, 1927 and ended February 
6, 1928. 

Table 2 shows the results with material from nine different trees growing 
in the woods near New Lisbon, N. J. Cuttings from trees labeled 1, 2, 
3, 4, and 5 were taken on October 4. Those labeled a, b, c, and d were 
taken December 18. Greater variation occurs with cuttings taken in 
January and February, due probably to frost injury. 


Winter Injury to Ilex opaca 


Two lots of holly were brought from Massachusetts in 1927 and 1928. 
The first lot was collected and made into cuttings on October 28, 1927. 
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TABLE 2. Variation in Rooting of Holly (I. opaca) Cuttings Taken from Different Trees 
Growing in the Woods Near New Lisbon, N. J. 


Tree Date ‘ Type Total Per- Per- 
Designa- Pat Exp. Was oe fo} No. centage centage 
tion Concluded Cutting Cuttings Rooted * Dead * 
Tree no. 1..] 10/ 4/28} 3/10/29 Slightly All types 150 68.7 24.9 
acid sand included 
ae “e 2. . ae ae “e ae 320 Sey 21.2 
ener - ‘i i is 155 60 24.5 
“c “ Ave, “cb ‘ QI 74.7 14.3 
“e ce ae “ec ce ae 4 oy 
Sane 136 78 19.1 
Tree no. a..| 12/18/28] 2/20/29 | 50-50 peat Current CEN 12 an 
and sand growth 
“es ae b aos ing “c ae ae 59 64 fa) 
ae ae B* ins ins e ae 60 66 1.6 
ae “é d. p “ec ce dé ae 61 79 fo) 
Tree no. é. .| 12/17/28] 4/ 3/29 Slightly ul 60 61.6 on 
7 3 1g 3-3 
acid sand 
ae “e 4c e ae im 
‘ ae f. p ae ce ae ae of 533 ae 
“ iad e , ae “e “e “e 6 3 8 
ae O 45.0 28.3 


* The percentage figures show the average of all lots for each tree. 


The results are shown in table 1. The second lot was collected about 
January 15, 1928. The leaves showed signs of frost injury and withered 
quickly after being placed in the rooting medium. There was practically a 
100-percent loss in the lot. 

Two collections of cuttings were made from trees near New Lisbon, 
N. J., one in September 1927 and the other in January 1928. The first lot 
was unusually satisfactory, rooting as high as 90 percent. ‘The second lot 
showed some frost injury and leaves were soon lost after the cuttings were 
placed in the medium. As with the Massachusetts cuttings they were 
nearly a total loss. 

Several lots from New Lisbon, N. J. in October 1928 and December 
1928 were about alike in response. Data showing the number of cuttings 
and the percentage of rooting from these lots are given in table 2. As 
during the previous year, however, cuttings brought from the same locality 
near the end of January 1929 soon showed yellowing of the leaves and were 
discarded. 

The failure to root seems to be due to winter injury rather than mere 
seasonal changes in the composition of the stems or leaves, since cuttings 
taken after January 5, 1927, in Maryland gave consistently good results. 
Cuttings from Maryland in 1928 did very poorly after January 15. The 
leaves showed about the same type of winter injury as was characteristic 
for the Massachusetts and New Jersey holly. 
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Age of Cutting Material Used for Ilex opaca 


Succulent material of Ilex opaca taken in May and June did not root. 
Current-year stems root equally well from August to January or until 
Winter injury occurs. As shown by data in table 1 two-year-old wood is 
nearly as effective as current growth. Culls with stems three or more 
years old produce a high percentage of rooting. The table shows some 
advantage for current-year stems when all older wood has been removed, 
the percentages being 80 for current-year stems and 73 where a portion of 
one-year-old stems remained attached. Results for the two types were not 
always consistent, but where large numbers were used the percentage of 
rooting was higher for the current-year stems. 


Effect of the Medium 


Five different media were used as follows: 
. Imported German peat moss (pH 3.6 to 4.0) 
. Bank sand (pH 5.5 to 6) 
Water-washed sand from Long Island Sound (pH 7) 
Equal portions of sand and peat moss mixed (pH 4 to 5) 
Slag from steel mills (pH 8 to 9) 


one WN HW 


TABLE 3. Media Tests with Cuttings of Holly (Ilex opaca) 


Soo —— Ss 


Tree Dates Medium * No. of Percentage Percentage 
Designation Cuttings Rooted Dead 
pliree noise Jig. cu: 10/4 to Mixture 18 88.8 fo) 
12/13/28 
cogmecene act? Jeet Bank sand 17; 70 oO 
ree no? NJ... a Mixture 18 66.6 (6) 
aire ip ee ss Bank sand D7. 53 Ce) 
GB! EE OE wy Slag 20 ot Not counted 
Trees no.a&dN.J.| 12/18/28 to | Mixture 10 Bees 10 
2/2/29 
SE GB Ue es a Bank sand 10 38 30 
Tree no. 1 Md.....| 10/15/25 to Peat moss 20 got 10 
3/15/26 e 
Mt Crt AGiaas aes a Mixture 20 75 O 
CO De Seseete  N 4 Bank sand 20 50 fo) 
landoeap eer 1/5 to 4/15/27 | Peat moss 40 50 Lz 
tae Peel ee Mixture 40 71 = 
ee Cee wy Bank sand 40 30 _ 


* The word ‘‘mixture’’ refers to a mixture of 50 percent peat moss and 50 percent 


sand. : , : } , ; 
{ The cuttings in slag remained in the medium until March 15, 1929 at which time 


20 percent had rooted and 70 percent were dead. 
{ The peat moss was 3 inches deep over sand. The ends of the cuttings were in or 


near the sand. 
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All cuttings used for media tests were taken from the same tree so as 
to reduce possible variation. Rooting occurred in all the different media 
but the percentage varied with the media. Table 3 shows the results with 
pure peat moss, mixtures of peat moss and sand, bank sand, and slag which 
is a waste product from the steel mills. The percentage of rooting varied 
in the different lots. In one case the lots in sand gave a slightly higher 
percentage of rooting than those in a mixture of peat moss and sand. In 
another case pure peat moss was better than the mixture but in three cases 
out of five the mixture was the best medium. Possible reasons for such 
variations are mentioned in the discussion. 


The Value of Leaves on Cuttings 


In 1927 all leaves were removed from five lots of 20 cuttings each, and 
they were then placed in a mixture of peat moss and sand. They did not 
root even though left for a longer time than is necessary for the average 
leafy cutting to respond. 

Tlex verticillata, a deciduous holly, roots readily from hard-wood leafless 
cuttings. In 1925 ten cuttings of J. verticillata formed roots about one 
inch long around the base of the stems. The lower ends of the cuttings 
were removed so as to eliminate all the roots, and a second set of roots, as 
vigorous as the first, appeared in a short time. Cuttings of evergreen 
varieties failed to root after the leaves were removed. The minimum 
number of leaves necessary for a cutting to root has not been determined, 
but probably as many as can be kept in good condition will always work 
to the advantage of the cutting. 


Light Requirements 


Ilex verticillata cuttings can be rooted in dark chambers, but evergreen 
species need light while in the rooting medium. The exact amount of light 
-required has not been determined. Six hours of extra light at night from 
1000-watt nitrogen bulbs has been beneficial to root growth and in some 
cases to the percentage of rooting. Plate LV, figure 1, shows two lots of 
Ilex crenata which received different amounts of light. The lower row was 
given normal sunlight from November 16, 1928 to January 9, 1929. The 
top row during the same period was given six hours of artificial light in 
addition to normal sunlight. ‘There was an increase in both the percentage 
of rooting and in the size of the roots. All of the cuttings receiving extra 
light rooted, while only 45 percent of those receiving normal light formed 
roots. Also new shoots were appearing under extra light treatment while 
cuttings receiving normal sunlight remained dormant. 
Plate LV, figure 2 shows two rows of Ilex opaca which received different 
amounts of light from October 4 to December 13, 1929. The top row was 
given 6 hours of artificial illumination in addition to full normal sunlight; 
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the lower row was given only normal light. Not all lots of J. opaca in 
extra light have shown an increase in percentage of rooting, but the size 
of roots produced was always larger than in normal light. 

In the case of Ilex glabra the extra light was beneficial for both root 
growth and percentage of rooting. In two lots of 24 cuttings each, 16 
rooted in extra light while only 11 rooted in normal light. The experiment 
was repeated twice with similar results. The difference in the size of the 
roots was more striking than the difference in percentage of rooting. 


Temperature and Time Requirements 


Constant-temperature incubators could not be used for evergreen 
varieties since light is necessary for root growth. Deciduous varieties, 
however, root while in the darkness, and table 4 shows the effect on Ilex 


TABLE 4. The Effect of Constant Temperatures on Time Required for Rooting of Ilex 
verticillata. Experiment was Started on January 15,1925. Each Lot Included ro 
Cuttings. The Data Were Taken after All Cuttings in Each Lot Showed Roots 


Temperature Time 
SMe eR: SA ee ee 42 days 
Ose conc tiipare Re IME ERE eR cel hey 2o 

OR td Se Pee hak ee, ee 2 Tan 
BOG ue, aso Mantanew en ol Sikh Nae he. ies ME 


verticillata of three constant temperatures maintained in incubators. The 
cutting material was uniform and the response was nearly uniform, though 
a few days elapsed between the time the first roots could be seen until the 
last of the lot had rooted. No rooting occurred at 50° F. At temperatures 
higher than 95° F. the cuttings rotted before they had enough time to form 
roots. The optimum for rooting is probably somewhere between 75.2 
and 80.6° F. For practical purposes, however, it might be best to grow 
the cuttings at approximately 68° F., since less loss from decay is likely. 

Evergreen varieties have been grown at variable temperatures in the 
greenhouses and no accurate data on temperature effects could be collected. 
An effort was made to keep the night temperature at 60° F., and the day 
temperature not to exceed 75° F., though when the sun was bright the 
temperature often mounted to 85° F. It is probable that the evergreen 
varieties, like the deciduous ones, can produce roots at any temperature 
between 58° and 85° F., but that the time required will vary with the 
temperature. 

In several collections of Ilex opaca taken between August and December 
some rooting occurred in 21 days. Variation in time of response is well 
illustrated by Plate LVI, figure 3, showing a lot of 16 holly cuttings from 
New Jersey. They were placed in the medium on December 17, 1928, 
removed and photographed on February 20, 1929, a total of 65 days. This 
illustrates as favorable a response as could be hoped for in Ilex opaca, but 
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‘+ shows variation in time of rooting although the cuttings were given the 
came treatment as far as known. ‘The seven cuttings on the left probably 
had rooted in three or four weeks, the next four in five or six weeks, and the 
next four in six or eight weeks. One cutting on the right, though in good 
condition, did not root in 65 days. This illustrates approximately what 
may be expected in any collection of holly cuttings if taken from a favorable 
tree any time between August and January 1. If plants are to be grown 
from cuttings the root system should be approximately as large when potted 
as those shown. on the seven cuttings to the left. To obtain such rooting 
on the majority of the cuttings it was necessary to leave them in the medium 
three to four months. 

Ilex cornuta responded in about the same time required for I. opaca. 
On December 30, 1927, 99 cuttings were placed in bank sand and on April 
14, 1928, 97 of the cuttings had rooted, one was in good condition but not 
rooted, and one was dead. 

In one lot of 20 cuttings of Ilex crenata, 9 specimens rooted in 40 days 
(October 4 to November 13). Approximately 56 percent of Ilex glabra 
cuttings started on January 16 rooted in 60 days. 


Position of Roots 


The majority of J. opaca cuttings produced roots just above the cut 
surface. Occasionally a few roots originated along the stem or from the 
callus. This occurred particularly in young stems taken from plants in 
New Jersey. Ilex cornuta, I. glabra, and I. crenata send out their roots 
very much like J. opaca, but J. verticillata has been observed to send out 
roots only from the bark just above the cut surface. 


Carbohydrate Storage 


Ilex opaca cuttings were gathered in New Jersey on October 5, 1928 
and the stems were tested microchemically on October 6. Only traces of 
starch could be found in any of the stems peste but the reducing substances 
were fairly plentiful. 

The cuttings were then placed in the Pris medium under two different 
light conditions: (1) normal sunlight, and (2) normal sunlight plus six 
hours of light from 1000-watt nitrogen bulbs. On December 15 approxi- 
mately half of the cuttings had rooted. At this time the tests showed an 
abundance of starch in rooted cuttings and a fair amount in non-rooted 
cuttings. A few of the non-rooted cuttings had more starch than some of 
the rooted cuttings. Also the stems in extra light had slightly more starch 
than those in normal light. 

Sugars which were fairly plentiful at the beginning were present only 
in traces in both sets at the end of the experiment. It appears that the 
starch increased while reducing substances decreased. Collections of holly 
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from the same locality taken December 18 were fairly well supplied with 
starch and reducing substances. After remaining in the medium until 
April 12 they showed an increase in starch but a great decrease in reducing 
substances. At this time one non-rooted cutting which was tested had a 
fair amount of starch and a good supply of sugar. Cuttings taken from 
trees in New Jersey on February 5 had an abundance of starch. From 
these data it appears that the stems of J. opaca accumulate starch through- 
out the months of October to February. 

Tlex crenata cuttings were collected and tested on November 16 and then 
placed in the rooting medium in the greenhouse and in three dark places 
at 41°, 50°, and 59° F. They were tested bi-weekly thereafter. At the 
beginning the pith of the stems was full of starch. The lot in the green- 
house kept an abundance of starch in the pith and after four weeks the 
cortex also was full of starch. About 50 percent of the cuttings had rooted 
by January 9 but no difference could be detected in the starch content of 
rooted and non-rooted specimens. 

The starch disappeared regularly from the cuttings stored in darkness 
at 41°, 50°, and 59° F. After 6 weeks none could be found in the 50° and 
59° F. lots. At the same time a fair amount of starch was present in the 
41° F. lot. No rooting occurred in the lots stored in darkness. 


Growth of Plants from Cuttings 


Approximately 2000 holly plants (J. opaca) resulting from cuttings 
taken in October, 1927, failed to grow normal shoots after being held con- 
tinuously through the winter at approximately 70° F. Though the cuttings 
formed good roots the buds did not grow. During the summer of 1928 
a few new shoots arose though in most cases they were from lateral buds 
instead of terminals. Also buds on two-year-old wood f requently developed 
‘nto new shoots. The terminal buds did not grow until after they had 
passed the winter of 1928-1929 inacold house. On April 9,1929, practically 
every plant was producing normal shoots from terminal and lateral buds 
characteristic for holly. Even flower buds came through the long dormant 
period without apparent injury (PILV IL, Gg. 5): 

Cuttings taken from trees after December 15, 1927, developed roots by 
March, 1928, and new shoots during Apriland May. Of 180 plants resulting 
from cuttings taken in October, 1928, only 17 new shoots had appeared on 
April 9, 1929. Of the 200 plants from cuttings taken from the same locality 
December 17, 1928, all were developing normally on April 9, 1929. 
Apparently the cool weather from October to December 17 was sufficient 
for ‘‘after-ripening”’ of the buds. There'seems to be no correlation between 
dormancy. and rooting, but there is a decided relationship between cool 
temperature and preparation of buds for growth. Plate LVI, figure 4, 
shows two holly plants made from cuttings taken on October 5, 1928, and 
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kept continuously in a warm house until photographed on April 10, 1929. 
In each case a lateral bud instead of the terminal bud gave rise to the new 
shoot. In similar cases terminal buds have lain dormant through the 
summer and then developed shoots after passing the winter in a cool place. 
Apparently the terminal buds have a more lasting rest period than lateral 
buds. Plate LVII, figure 5, illustrates the appearance of the J. opaca 
plants as new shoots and flower buds are developing. There is a difference 
between the pistillate and staminate buds, the former being solitary and 
the latter in clusters of two or more buds on one pedicel. To secure berries 
on potted plants it is necessary to propagate staminate plants so that they 
will flower concurrently with the pistillate plants. Insects do the pollination 
work if flowering occurs in the spring, but if grown in greenhouses during 
the winter the flowers must be pollinated by hand. Plate LVIII, figure 6, 
shows two holly plants that grew from cuttings taken January 5, 1927. 
They were potted on April 1, 1927, and photographed in November, 1927. 
They have a good quota of berries for small plants. The flower buds were 
present when the cuttings were made and were not disturbed through the 
process of propagation. 


DISCUSSION 


The percentage of rooting in different lots of holly (J/ex opaca) cuttings 
varied from zero to near 100 percent. Lots taken from different trees on 
the same day varied from 39.5 percent to 81.5 percent rooting. Material 
from Massachusetts varied slightly more than that from New Jersey. 
The difference might be due to inherent factors or to our failure to pick 
comparable cuttings. If the cuttings had been comparable no variation 
would have resulted, but it is physically impossible to pick from one tree 
1000 cuttings which have had the same environment. Material collected 
for cuttings came from different parts of the tree, and therefore had not 
been subjected to the same external environment. These environmental 
factors might determine the difference in response, but until we know more 
about the underlying principles controlling root growth from cuttings such 
problems will remain unsolved. 

Since holly trees from which cutting material was taken are of seedling 
origin, there may well be inherent differences between trees. They show 
different leaf characters, different rates of growth, and some difference in 
susceptibility to disease. This being true, it is easy to understand why 
lots from different trees might respond differently but the question still 
remains why carefully selected cuttings from the same tree show variation 
in response. ‘To answer such questions we must know vastly more than at 
present about the secrets of plant growth. Probably there are a number of 
factors operating to initiate roots. When all conditions are satisfied, 
roots begin to grow, though a variation of any one factor might change the 
type of response. Some roots are slow to appear though they have been 
initiated. In such cases possibly nutrition plays a réle. 
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The results showing seasonal effects on vegetative propagation of holly 
are definite to the extent that succulent material is worthless and that after 
January 1 the rooting response is apt to be poor. The succulent material 
rots easily after being placed in the medium while the cuttings taken late 
are likely to have their leaves injured by cold weather. This probably would 
not hold for trees growing in the south where no winter injury occurs. 
During January 1927, Maryland material responded as well as that taken 
earlier in the winter. 

As mentioned above, succulent material does not hold up but as it 
matures toward the middle of July it becomes favorable for cuttage. Re- 
sults in table 1 indicate that the current-year growth alone is slightly better 
than when a piece of two-year-old stem remains attached. Old stems, 
however, retain their capacity to form roots for several years. So far the 
age limits have not been determined but five-year-old stems have been 
successfully used. 

Media tests shown in table I are interesting in that they were conducted 
to include acid and alkaline material. Rooting has occurred in media 
showing a pH value of 3.5 to 8. Best results have been obtained around 
pH 5, but some rooting occurred at pH 8. Most consistent results have 
occurred in a mixture by volume of 50 percent peat moss and 50 percent sand. 
Cuttings in pure peat moss have at times rooted well but they have not 
given consistent results, probably due to variable amounts of water held by 
this medium during the different trials. Neutral water-washed sand has 
not been so good as slightly acid bank sand. Here again it might be a 
question of water-holding capacity since the bank sand had more sediment 
and kept a more nearly constant water supply. Certainly the oxygen and 
COs, content of the air in the medium has not been a determining factor. 
The highest CO» content detected at any time was in pure peat moss where 
it reached 0.5 percent. Sand usually had 0.1 percent, and mixtures of 
peat moss and sand had from 0.1 to 0.3 percent depending upon when the 
readings were made. The media were four to five inches deep and had 
about the same amount of oxygen as would be found in the air of the house. 
The writers have shown that willow cuttings will root when oxygen is low; 
they will also root when carbon dioxide is high providing the oxygen content 
is approximately 20 percent. While we should not generalize from facts 
applying to willow, it is likely that holly roots can grow in fairly high 
amounts of CO, and much less oxygen than is normally found in air. 

One or more leaves are needed for rooting evergreen holly cuttings. 
Deciduous varieties will root without leaves either in dark or light. The 
leaves of Ilex opaca have usually been classed as sclerophyllous, but we 
find that they lose water rapidly, and one of the hardest problems has been 
to keep them fresh while the cutting is in the rooting medium. The most 
successful method of planting has been to slant the stem so that the leaves 
rest directly on the medium. The nurserymen generally consider the 
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holly difficult to propagate. Probably their failures were due to their 
methods of planting. Shallow and vertical planting bring very poor 
results. If high humidity could be maintained the latter method might 
serve, but ventilation is necessary to hold the temperature down, and 
during this operation the cuttings are likely to wilt. 

Diseased leaves are a source of trouble. The holly leaf-spot disease 
causes the leaves to fall from the cuttings before rooting can occur. Cutting 
material, therefore, should be selected from healthy trees. 

If in good condition, leaves function to increase carbohydrates when in 
the medium. Microchemical tests have shown that more starch is present 
at the time roots are forming than when the cuttings were made. This 
indicates an important purpose of green tissue in light even for cuttings. 
There is no indication that the presence or absence of starch has been a 
limiting factor, for cuttings with a low starch supply have been known to 
root and some with abundance of starch have failed to root though they 
appeared to remain in good condition. 

Artificial illumination for 6 hours in addition to normal sunlight has 
increased the percentage of rooting and has favored root growth of Ilex 
crenata and I. glabra (fig. 1). It has favored root growth of I. opaca (fig. 2) 
but has not always increased the percentage of rooting. When the electric 
lights are burning, the air over the cuttings is somewhat drier than normally 
and it is likely that some of the shallow planted cuttings suffered injury 
from drying. Other genera such as Azalea, Andromeda, and Camellia 
have given increased percentage of rooting and increased growth of roots 
with extra light. It is probable that I/ex opaca would respond like I. 
crenata in extra light if precautions were taken to keep the leaves in good 
condition throughout the experiment. At any rate, once roots are initiated 
there can be no doubt about the favorable effect of extra light on their 
growth. 

The time required for roots to appear on holly cuttings varies with the 
temperature. This fact is best illustrated by the figures given for Ilex 
verticillata rooted under various constant temperatures. Rooting occurred 
in 18 days at 80.6° F., in 28 days at 68° F., and in 42 days at 59° F. This 
shows that a wide range of temperature can be used and that the effect will 
be only to vary the time of rooting. The evergreen varieties are more 
difficult to handle since both light and temperature must be considered. 
There is some indication that 68° to 78° F. is a favorable range, but no doubt 
higher or lower temperatures could be used successfully. At 68° to 75.2° F. 
rooting of I. opaca cuttings starts in 21 days. Approximately 75 percent 
of the cuttings root within 60 days. The root system is generally large 
and sufficiently hardened for potting after 90 days. Both J. glabra and 
I. crenata require less time than J. opaca. Though few experiments were 
carried out with J. cornuta and I. aquifolium, they appeared to have about 
the same time and temperature requirements for rooting as I. opaca. 
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The roots of I. opaca generally arise just above the cut end of the stem. 
Occasionally roots appear from the callus and in immature tissue they often 
arise along the stem some distance from the base. All the other varieties 
studied showed some variation but in general they are essentially like 
I. opaca. 

The growth of Ilex opaca plants produced from cuttings was interesting 
in that the new shoots developed just about the same as they would have, 
had they remained on the mother tree. Winter buds with flower and shoot 
primordia mature in early fall. In nature these buds have a rest period 
of two to three months during which time they need a cold temperature to 
prepare them for growth in the spring. Cuttings taken into warm green- 
houses in October will form roots regularly but new shoots do not develop 
normally if the plants are left continuously in a warm place. Figure 4 
shows that laterals may grow at the expense of terminals when the plants 
do not have the advantage of a low temperature period. An occasional 
terminal will grow, but as shown by the data on another page, out of 180 
plants resulting from cuttings taken in October and kept in a warm house 
only 17 had made shoot growth by April 9. Of 200 plants from cuttings 
taken on December 17 all were producing shoots on April 9. Another set 
of more than 2000 plants from cuttings taken in October made practically 
no growth during the following summer, but after remaining in a cold house 
for the winter they made supposedly normal growth in April, as shown by 
figure 5. The new shoots have flower buds and though a year late in de- 
veloping they appear to be normal. If pollinated when ripe, the pistil 
develops into a green berry which matures and turns red after seven to 
eight months. Figure 6 shows two plants that flowered in May and 
produced berries which were red when photographed the following No- 
vember. Their value as Christmas plants can be readily seen. The main 
problem in producing such plants is to select cuttings with flower primordia. 
Although there is some variation from year to year, the majority of terminal 
stems on trees in good light have flower primordia in the three or four 
buds nearest the tip. Both pistillate and staminate types should be 
propagated at the same time so as to insure a supply of pollen when the 
stigmas are ripe. 

. SUMMARY 

1. Holly (lex opaca, I. crenata, I. glabra, I. cornuta, and I. aquifolium) 
was multiplied through vegetative propagation by means of cuttings. In 
the case of Ilex opaca, the percentage of rooting varied according to the 
source of cutting material. Of four lots taken at the same time from 
different trees in Massachusetts the percentage was approximately 40, 60, 
80, and 80 percent, respectively. Even though three types of cuttings were 
made from each lot the percentage of rooting remained fairly consistent 
for each tree. Similar results were obtained with material from Maryland 
and New Jersey. 
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2. Rooting was equally good from August I to January 1. Results were 
generally unsatisfactory after January 15 because of frost injury. 

3. Three types of cuttings were tried. Cuttings made of current year 
stems were slightly better than where old stems remained attached. A 
four- or five-inch cutting of current growth plus a portion of two-year-old 
stem gave satisfactory results. Culls or material four to six inches in length 
taken at random from stems two to five years old gave a greater variation 
and a lower percentage of rooting than other types. 

4. Of the five different media used, a mixture of 50 percent sand with 
50 percent peat moss by volume was generally the best. Rooting was 
obtained, however, over a pH range of 3.6 to 8 in the various media. 

5. Cuttings of evergreen hollies did not root when all leaves had been 
removed. Ilex verticillata, a deciduous variety, rooted when no leaves were 
present. 

6. Ilex opaca cuttings started rooting in 21 days, but to obtain a high 
percentage of rooting it was necessary to leave the material in the medium 
for 3 to 4 months. 

7. Holly cuttings rooted at various temperatures from 59° to 80° F., 
but for practical purposes 65° to 75° F. was considered a satisfactory range. 

8. Stems of J/ex opaca increased in starch and decreased in reducing 
substances while in the rooting medium. Jlex crenata cuttings kept in 
the dark lost starch regularly for 6 weeks and did not root. Comparable 
sets in light increased in starch and formed roots. 

9. Dormant cuttings taken in October produced roots but very few 
shoots when kept continuously in a warm place. The buds did not 
develop until after being stored two or more months in a cool place. Many 
plants lay without top growth throughout the summer of 1928 but having 
been stored in a cool place the following winter, they made normal growth 
in the spring of 1929. 

10. Potted holly plants (/. opaca) when properly selected and pollinated 
produced crops of berries during the first season. 


EXPLANATION OF PLATES 


PLATE LV 


Fic. 1. Ilex crenata cuttings, Nov. 16, 1928, to Jan. 9, 1929. Top row, cuttings given 
6 hours of extra light in addition to normal sunlight. Lower row, cuttings given normal 
sunlight only. 

Fic. 2. Ilex opaca cuttings, Oct. 4, 1928, to Dec. 14, 1928. Top row, cuttings given 
full normal sunlight plus 6 hours of artificial illumination from 1,000-watt nitrogen bulbs. 
Lower row, cuttings given full sunlight only. 


PLATE LVI 


Fic. 3. Ilex opaca cuttings, Dec. 17, 1927, to Feb. 20,1928 The photograph shows 
one complete set of cuttings to illustrate variability in size of roots appearing after two 
months time. 


AMERICAN JOURNAL OF BOTANY. 


VOLUME XVI, PLATE LV. 
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Fic. 4. Ilex opaca plants from cuttings, Oct. 5, 1928, to April 10, 1929. For explana- 
tion of figure see page 564 of the text. (Compare with figure 5.) 


PLatE LVII 

Fic. 5. Ilex opaca plants from cuttings, Oct. 28, 1927, to April 9, 1929. The picture 
illustrates development of shoots after the buds had lain dormant through an entire growing 
season. Previous to the summer of 1928 they were kept continuously in a warm house. 
During the winter of 1928 and 1929 they were stored in a cold greenhouse. As the weather 
became warm in the spring the new shoots appeared. The plant on the left is staminate 
and the one on the right is pistillate. (Compare with figure 6.) 

Fic. 6. Ilex opaca plants from cuttings, Jan. 5, 1927, to Nov. 18, 1927. The buds 
had passed their rest period before the cuttings were made, consequently new growth 
appeared as soon as root systems were established. The flowers were pollinated in May 
and the resulting berries were red by December. (Compare with figure 5.) 


Reprinted from the AMERICAN JOURNAL OF BOTANY, XVI: 716-746, November, 1929 


EFFECT OF ENVIRONMENTAL CONDITIONS ON THE 
GHLOROPLAST PIGMENTS 


Joun D. GUTHRIE 


INTRODUCTION 


Prior to the work of Willstatter and his coworkers (1912) our knowledge 
of the chloroplast pigments was in an uncertain state. Willstatter succeeded 
in isolating these pigments in the pure condition and determined their 
chemical nature. He showed that they possess the following formulas: 

Chlorophyll a ['CssH300NsMg ](COOCHS) (COOC29Hs3,), 
Chlorophyll 6 ['Cs2H2s02NsMg ](COOCHs) (COOC2Hs3s), 
Carotin CyHs6, 

Xanthophyll CaoHs6Qr. 

These formulas seemed to indicate an interconversion of the pigments in 
the process of photosynthesis. Therefore, Willstatter devised methods for 
the quantitative determination of the pigments in leaves. Applying these 
methods to leaves gathered from various natural habitats, it was found that 
the ratio of chlorophyll @ to chlorophyll 5, the a/b ratio, and the ratio of 
carotin to xanthophyll, the c/x ratio, were practically constant. No diurnal 
change in these ratios could be detected. For these reasons he abandoned 
the idea of the interconversion of the pigments. Nevertheless, the formulas 
are so suggestive of a relationship between the pigments that theories based 
on such hypothetical relationships are advanced from time to time. Usually 
no attempt is made to substantiate such speculations by experimental work, 
and often the known facts are neglected. 

The main purpose of the work reported here was to provide additional 
acts that might bear on such theories. Equipment that placed environ- 
mental factors more or less under the control of the experimenter was 
available. Using this equipment, conditions differing greatly from those 
to be found in nature could be produced. The effects of light duration, 
light quality, light intensity, carbon dioxid, and mineral nutrients were 
studied. A few analyses were made on mosaic tomatoes. In general the 
results show the constancy of the pigment ratios, but they also show that 
under certain conditions these ratios are changed. 

Aside from the main object, other problems presented themselves during 
the course of the investigation. A new quantitative method for fraction- 
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ating chlorophyll a and chlorophyll b was devised; a series of substitute 
standards for chlorophyll was prepared; and a brown pigment that could be 
extracted from leaves with dilute acetone was studied. 


HISTORICAL 


Sorby (1873) concluded, from spectrophotometric examination of leaf 
extracts, that the ratio of chlorophyll a to chlorophyll } ranges from 5.9 71 to 
7-7 : I, and that this variation probably depends on the length of time the 
leaves are exposed to the sun. Tswett (1907), using a spectrographic and 
also his chromatographic method, concluded that the a/b ratio varies from 
4:1 to6:1. Jacobson and Marchelewski (1912) come to the conclusion 
that the a/b ratio varied with environmental conditions. They precipitated 
the chlorophyll as phaophytin from leaf extracts, and then examined it 
spectrographically. Their chief error, and no doubt the cause of the 
fluctuations observed, was a partial fractionation of the pigments, which has 
been shown by Willstatter to occur in this precipitation, due to phaophytin 
a being more soluble than phdophytin 5. More recently Wlodek (1921) 
came to conclusions similar to those of Jacobson and Marchelewski based 
on the spectroscopic examination of living leaves. He measured the width 
of the first absorption bands of the pigments and found them to vary. As 
a matter of fact, these bands overlap, so it is not possible to measure their 
width. It is very doubtful if the fluctuations he observed had anything to 
do with the a/é ratio. 

In a study of autumnal changes, Willstitter (1918) found that there was 
often a conversion of carotin into a pigment that at least behaved like 
xanthophyll in the analysis. There was little change in total carotinoids. 
An increase in water-soluble brown pigment was noted. Goerrig (1918) 
working on carotinoids in autumnal coloration also noted little change in 
total carotinoids, but an increase in water-soluble brown pigment. Tswett 
(1908) also was of the opinion that autumnal coloration was due to water- 
soluble brown pigments, and found the carotinoids present were not the 
ones normally present in leaves. 

Willstatter (1918) studied the effect of high carbon dioxid and high light 
intensity on detached leaves. He found that the ratio of carotin to xantho- 
phyll shifts to a lower value under these conditions. There was also a small 


lowering of the a/b ratio. 
METHODS 


In general the methods used were based on the work of Willstatter and 
Stoll. They were not of a high degree of precision, but were the best 
available. Two methods for fractionating chlorophyll a and 6 were used 
throughout the work. One was the method of Willstatter, modified only in 
minor details, and the other a new method worked out by the author. It 
was thought best to use both methods in order to avoid misleading results 


222 THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


that might arise should one contain a systematic error. Besides, this made 
possible the comparison of the new method with the more established one 
under a wide range of conditions. During part of the work total chlorophyll 
was determined by a method that was essentially that of Willstatter. More 
will be said later concerning the results of comparing these three methods 
and the errors involved in the determinations. 

The carotinoids were determined by the method of Willstatter, using a 
Bausch and Lomb colorimeter for comparison against potassium dichromate. 
In all colorimetric comparisons, several readings were taken with the 
standard on the left, then an equal number with the standard on the right, 
and all values averaged. Six readings were usually made in the chlorophyll 
determinations, ten in the carotinoid determinations. During the last part 
of the work a spectrophotometer was available, and the carotinoids were 
determined as recommended by Schertz (1923). 


Willstatter’s Methods for the Four Chloroplast Pigments 


Briefly these methods are based on the following principles: 

(1) The quantitative extraction of the pigments with acetone and their 
quantitative transfer to ether. 

(2) Conversion of the chlorophylls to phaophytin by sedincaen 
saponification of the phaophytin with hot, concentrated, methyl alcoholic 
potassium hydroxid to phytochlorin e and phytorhodin g; and fractionation 
of these derivatives from ether solution with 0.835 and 3.47 normal hydro- 
chloric acid. 

(3) The separation of the chlorophylls from the carotinoids by saponi- 
fication in the. cold with methyl alcoholic potassium hydroxid, and the 
fractionation of carotin and xanthophyll between petroleum ether and 
methyl alcohol. 

For the details of these methods the reader is referred to Willstatter and 
Stoll (1912). 

A New Method for Chlorophyll a and Chlorophyll b 


The principle on which this method is based is the methylation of the 
chlorophyll in the leaf by refluxing with methyl alcoholic hydrochloric acid, 
quantitative extraction being accomplished by the same procedure. The 
resulting methyl phaophorbids are then fractionated from their ether 
solution with 5.05 and 6.75 normal hydrochloric acid. The method follows: 

Place 30 g. of leaves in an 800-cc. Kjeldahl flask and add 200 cc. of 0.6N 
methyl alcoholic HCI. Put a condenser, of the type shown in text figure I, 
in the neck of the flask and reflux on the steam bath for one hour. Pour the 
methyl alcoholic HCI from the leaves into a beaker, add 100 cc. more to the 
leaves, reflux 10 minutes, and pour off. Do this three times. Combine the 
extracts, cool, and filter through a rapid paper. 

Place the extract in a 4-liter separatory funnel and mix with 250° COmOL 
ether. Add about 13 liters of water slowly. The ether separates as a 
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layer at the top. This ether layer contains most of the chlorophyll in the 
form of methyl phaophorbid. Wash the aqueous layer with 75 cc. of ether 
in order to remove the last traces of the chlorophyll derivatives. Do this 
by shaking vigorously with the ether and waiting until the ether separates 
to the top. Combine this wash ether with the main bulk. The aqueous 
layer often remains brown, but this is due to pigments other than chlorophyll, 
which are not soluble in ether. At this point the ether may be placed in the 
ice box over night without appreciable loss of pigments. 


Text Fic. 1. Condenser used in new method for chlorophyll determinations. 


Place the ether in a 500-cc. separatory funnel and extract three times 
with 25-cc. portions of HCl, sp. g. 1.125, and twice with 15-cc. portions of 
HCl, sp. g. 1.19. Make these extractions by shaking the ether vigorously 
with the acid and then allowing the layers to separate. Run the extracts 
into a second 500-cc. separatory funnel. Add 150 cc. of ether, and transfer 
the pigments to it by slowly diluting with water and shaking vigorously. 
This is another point at which the extracts may be kept in the ice box over 
night. 

The pigments are ready for fractionation. Add 50 cc. of 5.05 HCl and 
shake vigorously. Place this extract in a second separatory funnel, add 20 
cc. of ether, shake vigorously, and when the layers separate run the extract 
into a 500-cc. volumetric flask. Add the wash ether back to the main bulk. 
Repeat this process until the flask is near the mark. Make to volume with 
the same acid and mix by pouring out into a dry beaker and back into the 
flask. The flask contains the chlorophyll a of the sample in the form of 
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methyl phaophorbid a. Filter a portion of this through a rapid paper and 
compare at once with the standard for the a fraction. Extract the ether 
with roo-cc. portions of 6.75N HCl. Run these extracts into a 500-cc. 
volumetric flask, bring to volume, mix, filter, and compare with the standard 
for the 6 derivative. 

The standards may be prepared by fractionating a known mixture of 
methyl phaophorbids a and 6, similar in amount and ratio to that expected in 
the sample, or with the substitute standards described further on. The 
methyl phiophorbids were prepared and purified as described by Willstatter 
(Tor): 

Method for Total Chlorophyll 

The method used for total chlorophyll in some of the analyses was 
essentially that of Willstatter. The alkaline chlorophyll extracts from the 
carotinoid determinations were made up to a convenient volume, usually one 
liter, and compared with a standard made by saponifying a known weight of 
chlorophyll in a manner identical with the unknown, or with a substitute 
standard described in a previous paper (1928). 


The Pigment Soluble in Dilute Acetone 


In Willstatter’s method a preliminary extraction was made with 30- 
percent acetone. This extract was brown incolor. In Willstatter’s work it 
was discarded. He mentions, however, that it varied in intensity from 
plant to plant and with conditions of growth. Although the nature of the 
pigment or pigments present in this extract was unknown, it was thought 
desirable to make some study of it. The extracts were made to volume, 
allowed to stand until colloidal material flocculated, and then filtered. 
Relative amounts were determined by colorimetric comparison. 


Substitute Standards 


Throughout the work substitute standards were used for most of the 
determinations. They proved superior to the regular standards due to 
ease of preparation, stability, and capacity for exact duplication. Further- 
more, they should be of value to those not desiring to go to the trouble of 
preparing pure compounds for making the regular standards. 

That these substitutes give results essentially the same as the regular 
standards is shown by the following values obtained by applying both 
substitute and regular standards to the same series of samples: 


Chlorophyll Chlorophyll b a/b Ratio 
Standard Substitute Standard Substitute Standard Substitute 
0.537 0.535 0.196 0.195 2.78 2.78 
0.625 0.597 0.227 0.220 2.80 2.75 
0.625 0.596 0.226 0.219 2.80 2.75 
0.073 0.068 0.028 0.027 2.65 2.50 
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The substitute standards for chlorophyll a and } were standardized by 
fractionating known mixtures of the methyl phaophorbids a and 6 in a 
manner identical to that given in the above methods. 


STOCK SOLUTIONS 


SOS EO) Reet Shee oe ae eee 10 g. per liter 
eG To) eo arene car Les Le bee 2g. per liter 
IAW sb @) I Sots 5 eeu ie eee eee ney Sees ee twice normal 


To make up a standard, measure the indicated number of cc. of CuSO, 
and K2Cr.O; into a 100-cc. volumetric flask, add 10 cc. of 2N NH.OH, make 
to volume, and mix. 

In the following notations the first number indicates how many cc. of 
CuSO; to use, and the second indicates the number of cc. of KeCr,O;. 10 cc. 
of 2NV NH,OH are used in each case. The substitutes when set at 20,30, 
or 40 mm. are equivalent to the milligrams of chlorophyll a or as indicated; 
this of course, in a volume of 500 cc., which is the same as that to which the 
unknowns are brought. 


Ses Ce 

CuSO. K2Cr207 
Ist Fe) si hy 4 ne ee gO 40 20 = 55.7 mg. chlorophyll a 
14.5 30 = 18.5 mg. chlorophyll b 
Phos INO 2 esta ena ae 25-5 17 = 38.8 mg. chlorophyll a 
Willstatters method 10.5 22 = 13.3 mg. chlorophyll 5 
INOS eee och ae er ers 19 14 = 27.7 mg. chlorophyll a 
6.5 19 = 9.5 mg. chlorophyll 6b 
INGgl tere cr ea vat era nai 40 23 = 54.1 mg. chlorophyll a 
19 38 = 18.6 mg. chlorophyll 6 
= al Foe oc mcrae Merten cee eae 25.5 20 = 41.6 mg. chlorophyll a 
New method 4 14.5 30 = 13.3 mg. chlorophyll } 
SOK icq Mpa ha a cea che ee eh 15.5 14 = 27.0 mg. chlorophyll a 
10.5 20 = 8.8 mg. chlorophyll 6} 


Potassium dichromate, 2 g. per liter, was used as a substitute for true 
solutions of the carotinoids. The values for this standard obtained by 
author do not agree with those given by Willstatter, perhaps due to a 
difference in color vision. For this reason it is recommended that workers 
establish their own values for this substitute whenever possible, unless they 
are interested only in relative results. 

The values used in this work follow: Willstatter’s values are given in 


parentheses: 


Carotin 
2 aseayeen 26.8 mg. per Liter 
Set at: Matches at: 
IG) Whe. oo uoboss VodnoOboEoodonOuAnOgO Dom 25.0 mm. (25.0) 
Del silo dad Hg So COU Oa PD OS UOT > DP ean 34.5 mm 
AS Mibne doo0d doosabavonoobouguoacunaenogc 41.0 mm 
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KeCreO7 Xanthophyll 


2g. per Liter 28.4 mg. per Liter 
Set at: Matches at: 

107 lp ibe areas rice cera Gromawe ono Gur Gets, uit 22.8 mm. (25.0) 

TO TMs apart eee Sa Oe eee eee 27.5 mm. 

277 AVAYTS 8 sr ae wee Ns yee deers anos te eens 36.6 mm. (50.0) 

Rife shc Uae ines emo ipae aoe hho eine o polucdipg dm 43.0 mm, 


As a primary standard for xanthophyll a solution standardized spectro- 
photometrically by the method of Schertz was used. The reason for this 
was the lack of satisfactory material from which to prepare xanthophyll. A 
small preparation from soy bean leaves gave a specific transmissive index 
of 1.87 in ether, considerably lower than the value 2.09 given by Schertz 
(1925). Asolution of pure carotin was used as a primary standard against 
which to compare the potassium dichromate. This was prepared by a 
method different from that described by Willstatter. 


Preparation of Pure Carotin 


6.5 kg. of fresh carrots were ground through a nixtamal mill into acetone 
and then extracted with acetone on an asbestos suction mat. The first two 
extracts, due to dilution of the acetone with water in the carrots, contained 
little carotin and were discarded. The next three extracts contained the 
bulk of the pigment. These were combined and diluted slowly with about 
one-third of their volume of water. Carotin crystallized on standing in an 
almost pure state, as shown by the high transmissive index (1.97) of solutions 
of the preparation. The crystals were filtered off with suction after the 
extracts had stood over night. The yield was 230 mg. The carotin was 
purified by recrystallization from petroleum ether. This increased the 
specific transmissive index to 2.11 for the mercury line 435.8. Further 
recrystallization did not change this value. The melting point was 160° C., 
which agrees with that originally given by Willstatter and Mieg (1907) 
rather than the more recent value (174°) given by Willstatter and Stoll and 
also found by Schertz (1925). Schertz gives 1.915 for the specific trans- 
missive index of carotin in petroleum ether. He prepared his carotin from 
dried carrots. On the basis of its higher melting point, his preparation 
might be expected to be purer than the one described here, yet the specific 
transmissive index, which Schertz advances as a criterion of purity, shows 
the opposite to be true. 


Probable Error of Methods 


On account of the impossibility of running a large number of determi- 
nations at one time, the probable error of the methods could not be found in 
the usual manner. The value of the probable error was estimated from the 
results of duplicate determinations in the following manner: ” 


27 am indebted to Doctor Frank Wilcoxon for suggesting this method of determining 
the probable error. 
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Find the deviation of the duplicates from each other in percent of their 
mean. Take the sum of the squares of these deviations. Divide by the 
number of duplicates and take the square root. Multiply by 67/2. 
This is equivalent to the following: 

3 07 (pd 
Probable error singular = a5 WV: 

Applying this to the data at hand it was found that for Willstitter’s 
method for chlorophyll a and 6 the probable error singular for total chloro- 
phyll was 1.6 percent, for the a/b ratio 3.7 percent. With the new method 
for total chlorophyll a and 6 the probable error singular for total chlorophyll 
was 4.1 percent, for the a/b ratio 3.5 percent. With Willstatter’s method 
for the carotinoids the probable error singular for total carotinoids was 2.6 
percent, for the c/x ratio 4.7 percent. 

Since working out the above method it was found that a method es- 
sentially the same, and giving the same results when applied to the data at 
hand, has been published by Fleisch (1926). 


A Comparison of Methods 


Three methods giving total chlorophyll values were used throughout the 
work. In many cases these were used on identical material. A comparison 
of values so obtained showed that Willstatter’s method for total chlorophyll 
gave values averaging 43 percent higher than his method for chlorophyll a 
and 6. The new method gave values averaging 50 percent higher than 
those by Willstatter’s method for chlorophyll a and 6. The a/d ratios 
averaged 20 percent higher by the new method than by Willstatter’s. 

The low values with Willstatter’s method were probably due to de- 
struction of chlorophyll during the saponification with hot concentrated 
potassium hydroxid, this destruction being associated with the presence of 
impurities and therefore not occurring when the standard was saponified. 
Willstatter mentions the possibility of a loss in saponification, but considers 
it negligible. Unfortunately no comparison of his two methods can be 
found in his work. 

In tables 7, 9, and 11 values are given by both the colorimetric and 
spectrophotometric methods for the carotinoids. It will be seen that 
although they differ somewhat in a few cases, the conclusions can be drawn 
from the data by either method. 


Preservation of the Sample 
All the analyses in this work were made on fresh material, immediately 
after gathering. With a view toward future work the possibility of storing 
the samples in a frozen condition was investigated. The results are sum- 
marized in table 1. The decrease in total chlorophyll is almost negligible, 
but there is plainly a shift in the a/b ratio. Odds that this difference is 
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significant are 990 : 1 by ‘‘Student’s’’ method (see Love, 1924). This seems 
to be due to the conversion of a small amount of chlorophyll a to chlorophyll 
b. The odds are 85 : 1 that there is a decrease in a, and 45 : 1 that there is 
an increase in 0. 


TaBLE 1. Chlorophyll Analyses on Samples Preserved by Keeping Frozen Compared with 
Analyses on the Fresh Tissue 


Chlorophyll a | Chlorophyll 6 | Total Chloro- ; 
in percent of in percent of |phyllin percent a/b Ratio 


ah ane h ro 
Plant Time Stored | Method Waed Fresh Weight Fresh Weight | of Fresh Weight 


Fresh | Stored | Fresh | Stored | Fresh | Stored | Fresh}Stored 
Sunflower..| 7 days |New 0.119 | 0.113 | .042 | .044 | 0.161 | 0.157] 2.9 | 2.6 
5 off IK) 8 OSTA) |(O-1 33)" O33) Ne O4 Un Onl FON Onl 744|NASS aieSes 
- yee S Oniay/ || Optra) (ORs || Korey WoraAy One! || esr |) Bue 
Tomato....}| 4 months] ‘ 0.100 | 0.086 | .024 | .026 | 0.124] 0.112] 4.2 | 3.4 
Se. Oe as Willstatter’s] 0.039 | 0.036] .017 | .020 | 0.056] 0.056] 2.4 | 1.8 
ON Dinca ste |e “ 0/080) 0,074)) 030 ||.0305| O21 Dt OU ONe2 etal e2er 


Samples showed a marked loss in total chlorophyll when dried and 
stored. It may be that by exercising care serious losses can be avoided by 
the use of this method, but it cannot be recommended as generally applicable. 


RESULTS OF ANALYSES OF PLANTS GROWN UNDER DIFFERENT CONDITIONS 


In reporting the results of these experiments, the values for the dry 
weight determinations are omitted from the tables in order to save space. 
For the same reason only total chlorophyll or total carotinoid percentages 
and the a/b or c/x ratios are tabulated, except where there is a marked shift 
in the ratios. In these cases the pigments are recorded separately. In 
some instances the figures represent averages of several determinations. 
However, the interpretation of the results is based on the individual values. 

One should not attach much significance to small differences occurring 
vertically in the tables, owing to the somewhat empirical nature of the 
methods and the different ages of the plants. However, the values given 
horizontally in the tables are results of analyses run at the same time, under 
the same conditions, and on plants of the same age. They are therefore 
comparable. In studying the data the probable errors of the methods are of 
value in deciding on the significance of differences. However, the data are 
best adapted to the use of ‘‘Student’s’”’ method. The odds have been 
worked out by this method wherever the data are sufficient. These odds 
are given in the discussion of the results of each experiment. 


Experiment 1. Effect of Increased Carbon Dioxid 
This experiment was started on November 16, 1925, and ran through 
the winter. The object was to see what effect carbon dioxid would have on 
plants. In general they responded with increased growth, even though light 
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intensity was poor during most of the experiment. Owing to necessary 
temperature control, it was hard to regulate the carbon dioxid concentration. 
Analyses for carbon dioxid were made daily and in general the values were 
kept close to those desired. The temperature in all houses was 25°C. The 
conditions were as follows: 


(1) Control. Ordinary greenhouse conditions. 
(2) Furnace gas. Purified flue gas from boilers. Carbon dioxid content of 
air kept near 0.3 percent. 
(3) 0.3-percent house. Carbon dioxid kept near 0.3 percent by means of 
e gas from tanks. 
(4) 1.0-percent house. Carbon dioxid kept near 1.0 percent by means of 
gas from tanks. 


The results are summarized in table 2. Aside from carbon dioxid 
increasing the chlorophyll in the seedling soy beans, there is little effect on 
the green weight basis. Data given later will show that seedlings or young 
plants tend to respond with increased chlorophyll production under con- 
ditions favoring rapid photosynthesis, although the effect may be in the 
opposite direction as the plants grow older. This effect is probably due to 
the young plants having an abundant supply of all other materials necessary 
for chlorophyll production except carbohydrates. Later in the life of the 
plant these are exhausted, and an increase in chlorophyll production is no 
longer noted. 

Considering the dry weight percentages, no significance can be attached 
to any chlorophyll differences in the soy beans. With the tomatoes, how- 
ever, a marked reduction of chlorophyll is evident. Applying ‘‘Student’s”’ 
method to the individual determinations, the odds for the 0.3-percent and 
I.0-percent houses are 4,000 : I and 900 : I, respectively. The difference 
of the dry weight results from the green weight values can be accounted for 
by an increase in the percentage of dry matter due to extra carbon dioxid, no 
doubt due to increased carbohydrate production. 

There is a little evidence of a tendency for carbon dioxid slightly to 
decrease the a/b ratio. The odds are 8:1, 8:1, and 2:1 for the furnace 
gas house, 0.3-percent house, and 1.0-percent house, respectively. The 
differences are so small that they may be due to some constant error in the 
methods. In any case it is best for the present to attach no significance to 
them. 

The data on the carotinoids are meager. However, the carotinoids are 
low in the houses with extra carbon dioxid when expressed on the dry weight 
basis. It is interesting to note that they should behave so similarly to 
chlorophyll toward carbon dioxid. This tendency for the carotinoids and 
chlorophyll to be similarly affected will also be noted in other experiments. 
The c/x ratio appears to remain unchanged. 
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Experiment 2. Effect of Increased Day Length and Extra Carbon Dioxid. 
Eighteen-hour Day Series 


The purpose of this experiment was to study the effect of increasing the 
length of day, with and without extra carbon dioxid. A gantry crane 
carrying 48 1,000-watt lights was used. This was moved over the green- 
houses at night. At the start it gave an illumination of 723 foot candles, 
and at the close 450 foot candles as measured by a Macbeth illuminometer. 
Pyrheliometer measurements were 0.32 and 0.30 gram calories per sq. cm. 
per minute, respectively. Plants were also given continuous artificial 
illumination in the constant light room. Here the light intensity started at 
1,320 foot candles and closed at 1,100 foot candles. The pyrheliometer 
values were 0.35 and 0.19. Carbon dioxid was supplied from tanks. The 
temperature under all conditions was 20° C. The experiment started 
February 24, 1926. 

The conditions were as follows: 

(1) Control. Ordinary greenhouse conditions. 

(2) 18-hour day. Extra light from 12 P.M. to 6 A.M. with the gantry 
crane. 

(3) 18-hour day plus CO,. Extra light from 6 P.M. to 12 P.M. with the 
gantry crane. Carbon dioxid about 0.3 percent. 

(4) Continuous artificial illumination in the constant light room with 
carbon dioxid about 0.3 percent. 

The results are summarized in table 3. Total chlorophyll on the green 
weight basis does not show large differences. On the average the values for 
the 18-hour day are slightly lower. The reduction of chlorophyll in the 
tomatoes was associated with a mottling effect. Taking the values for all 
the plants the odds are only 5 : 1 that the values in the 18-hour day series 
are significantly less. With the 18-hour day plus carbon dioxid the differ- 
ence is greater. The odds here that the reduction observed is significant are 
60:1. Also the values obtained in the constant light room are lower than 
in the control. 

On the dry weight basis the chlorophyll values are distinctly lower with 
the 18-hour day and still lower with extra carbon dioxid. The odds are 
88 : I and 1,666 : 1, respectively. Also, the odds that the 18-hour day plus 
carbon dioxid is lower than the 18-hour day without carbon dioxid are FSA ar 
Here we have increased photosynthesis acting to increase the dry matter 
without corresponding increase in chlorophyll. There is also the possibility 
of an increase in the rate of decomposition of chlorophyll under these con- 
ditions. The brown pigment shows a distinct increase. 

The a/b ratio in the 18-hour day plus carbon dioxid tends to average 
slightly lower than the 18-hour day without carbon dioxid. The odds are 
only 4:1 and little importance can be assigned to the differences as a 
constant error may be involved. 
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The carotinoids show changes essentially the same as chlorophyll, 
decreasing with extra carbon dioxid and increased day length. The c/x 
ratio shows no significant change. 


Experiment 3. Effect of Increased Day Length and Extra Carbon Dioxid. 
Twenty-four-hour Day Series 


In this experiment the equipment was the same as in experiment 2. The 
temperature was kept at 25° C. Three white flame carbon arc lights were 
used in the constant light room in addition to the usual incandescent lights. 
The gantry crane started at 761 foot candles and ended at 765 foot candles. 
Pyrheliometer readings were 0.36 and 0.31 gram calories per sq. cm. per 
minute, respectively. The constant light room started at 1450 and 0.24 and 
ended at 975 and 0.20. The experiment was started on January 28, 1927. 

The conditions were as follows: 


(1) Control. Ordinary greenhouse conditions. 

(2) 24-hour day plus CO:. Extra light from the gantry crane 6 P.M. to 6 
A.M. Carbon dioxid kept at about 0.3 percent by means of gas 
from tanks. 

(3) Continuous artificial illumination in the constant light room. Carbon 
dioxid about 0.3 percent. 


The results of analyses are summarized in table 4. On the green-weight 
basis the effect of age of the plants is so evident that no treatment of the 
results as a whole can be made. With the seedling soy beans there is a 
marked increase in chlorophyll with extra carbon dioxid and long day. 
This effect of increased photosynthesis acting to increase chlorophyll in 
seedlings was noted in the carbon dioxid experiment and discussed there. 
This difference becomes less and less as the plants grow older, until finally in 
old age the long day, extra carbon dioxid plants contain distinctly less 
chlorophyll than the controls. This age difference is also evident in the 
sunflowers. 

On the dry weight basis the seedling soy beans still show a higher chloro- 
phyll percentage with extra carbon dioxid. But aside from these, the soy 
bean analyses show a marked decrease with extra carbon dioxid and in- 
creased day length, as is to be expected on the basis of the previous experi- 
ment. The odds are 770: 1. The a/b ratio again shows a slight tendency 
to be lower with the extra carbon dioxid plants. The odds are 12 : I. 

The total carotinoids follow rather closely the total chlorophyll values. 
The c/x ratio tends to be slightly lower in the 24-hour day plus carbon 
dioxid plants. 

Although the extracts containing the brown pigment were not compared 
colorimetrically, it was noted that those from the long day plus carbon 
dioxid plants were distinctly darker than those from the controls. 

Tomatoes under the 24-hour day with extra carbon dioxid showed 
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distinct injury, the plants making little growth. This injury is also charac- 
teristic of tomatoes in the constant light room. The effect on the pigments 
is described in the report on the next experiment. 


Experiment 4. The Effect of Continuous Illumination on Tomatoes 


It was found that when tomatoes were exposed to continuous artificial 
illumination in the constant light room, the leaves yellowed and later 
showed necrotic areas. For this experiment the plants were grown under 
ordinary greenhouse conditions, and then placed under continuous illumi- 
nation. After several days analyses were made on these plants and on those 
left in the greenhouse as controls. 

The results are shown in table 5. It was of course evident without 


TABLE 5. Analyses of Tomatoes Subjected to Continuous Illumination Compared with Plants. 
Left under Ordinary Greenhouse Conditions 


Total Pigment in per- | Total Pigment in per- ; : 
cent of Fresh Weight cent of Dry Weight Ratio, either a/b or c/x 


Substance Method 
Determined Used 
Continuous Continuous Continuous 
Control | tiumination | CPt! | tiumination | C™*F°! | rumination 
Chlorophyll * . Willstatter’s 0.085 0.055 0.59 0.2 2.4 Pei 
Pe 0.069 0.039 0.51 0.21 2.2 1.9 
e T .| New 0.124 0.068 0.99 0.35 4.2 3.8 
Carotinoids *..} Willstatter’s | 0.0104 | 0.0060 0.067 0.027 0.51 0.38 
Brown 
pigment *... 1.00 TO? 


* Average of 4 analyses. 
+ Plants under continuous illumination had no extra carbon dioxid. 


analysis that a decrease in chlorophyll had taken place. The data show this 
plainly. The decrease on the dry-weight basis is greater, due to a very large 
increase in carbohydrates in the continuously illuminated plants. 

The a/b ratio shows a consistent lowering with continuous illumination. 
The odds are 1,000 : 1 that this is significant. The individual values for 
chlorophyll a and 6 (not given in table) show that both decrease under the 
effect of the light, but chlorophyll a decreases faster than b. 

The carotinoids also show a distinct decrease under the action of the 
light. The c/x ratio is also lowered. Odds are 33 : 1 that this difference is 
significant. Values given individually for carotin and xanthophyll show 
that both decrease, the shift in the ratio being due to the more rapid de- 
composition of carotin. The brown pigment shows a large increase with 


continuous illumination. 


Experiment 5. Effect of Light of Various Qualities 


In this experiment greenhouses equipped with various glasses cutting 
out certain regions of the spectrum were used. No attempt was made to 
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keep the temperature constant, but it was maintained approximately the 
same in all the houses by forced ventilation. The equipment has been 
described by Popp (1926) and the reader is referred to his paper for further 
details. 

Three series were run. In the first the light was kept approximately the 
same in houses 1, 2, 3, and 4 with shading cloth. The intensity in house 5 
was about 80 percent of the others. The conditions were as follows: 


Hi. Ordinary greenhouse glass. 

H». A glass transmitting about 80 percent of the incident radiation at 
290 mu, the extreme limit for solar radiation. 

H3. A glass cutting out the ultra violet. 

Hy. A yellow glass cutting out all wave lengths shorter than 472 mu. 

H;. An orange glass cutting out all wave lengths shorter than 526 mu. 

The results of the analyses are given in table 6. No significant difference 
is evident between the chlorophyll values of houses 1, 2, and 3 on either the 
green- or dry-weight basis. From this it may be concluded that the ultra 
violet of sunlight has little effect on chlorophyll. Houses 4 and 5 tend to be 
slightly lower than houses 1, 2, and 3, indicating that cutting out the blue 
rays slightly reduces chlorophyll production. Odds are 37:1 and 48:1 
that chlorophyll is lower in house 5 than in house 1 on the green- and dry- 
weight basis, respectively. 

The a/é ratio is lower in houses 4 and 5. The odds that house 5 is lower 
than house I are 78 : I. 

The total carotinoids show no very significant differences. The c/x ratio 
seems to be slightly higher in house 1 than in the other houses, but this 
cannot be ascribed to light quality, since house 3, where all the ultra violet is 
cut out is slightly lower than house 2. 

The comparative values for the brown pigment show that it is lower in the 
houses lacking in blue light. 

In the second series a blue glass was introduced. No shading cloth was 
used, and therefore the intensity differences are much greater in this series 
than in the previous one. This should be remembered when interpreting 
the data. 

The conditions were as follows: 


He. Intensity about 45 percent of outside. 

H;. Intensity about 45 percent of outside. 

H;. Intensity about 27 percent of outside. 

H.. A blue glass cutting out all wave lengths longer than 585 mu. In- 
tensity about 10 percent of outside. 


The results of this series are tabulated in table 7. There is not much 
difference bétween house 2 and 3 in total chlorophyll or the a/b ratio. With 
the exception of one set of analyses, chlorophyll is higher in house 5 than in 
house 1. House 6 is very much higher in chlorophyll than either house 2 or 
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house 3. Odds are 360 : 1 on the green weight basis and 832 : 1 on the dry 
weight basis. In house 6 the plants made very little growth. The high 
amount of chlorophyll is probably due to production of tissue not keeping 
pace with chlorophyll production. This cannot be ascribed to blue light 
alone, since a large intensity difference is involved. It will be shown later 
that reduction in intensity leads to a marked increase in chlorophyll per- 
centage. In accord with what was noted in the previous series, the a/b ratio 
averages slightly lower in house 5 than in houses 2 and 3. House 6 runs 
slightly higher. Due to the slow growth of plants in this house, more 
analyses could not be made. 

The total carotinoids show small changes that in general parallel those of 
total chlorophyll. There is an especially large increase in house 6. No 
significant change is shown in the c/x ratio. 

The brown pigment is lower in houses 5 and 6 than in houses 2 or 25 
In house 6, however, it is higher than in house 5 in spite of the lower in- 
tensity inhouse 6. This is in accord with the conclusion that the production 
of this pigment is favored by blue light. 

In order to check the results in house 5 in relation to the reduction of the 
a/b ratio under these conditions a third series was run. Plants grown under 
ordinary greenhouse conditions were placed in house 5 and, after several 
weeks, analyses were made on them, and upon the controls left under green- 
house glass. The results are summarized in table 8. They show an 
undoubted decrease of the a/b ratio in house 5. The odds are over 5,000 : I 
in favor of this. Total chlorophyll expressed on the fresh weight basis 
shows a slight decrease in house 5. This decrease falls almost entirely on 
chlorophyll a. The odds that this decrease is significant are 200: 1. On 
the dry weight basis, total chlorophyll remains practically unchanged. 
Whether the red light affects the a/b ratio by increasing the rate of de- 
composition of a, by causing a transformation of a into b, or by slowing up 
the production of a, cannot be decided by the data at hand. 

Recently Sayre (1928) has shown that chlorophyll development ceases 
when light shorter than 680 my is cut out. 


Experiment 6. Effect of Reducing the Light Intensity 

In this experiment the purpose was to see what effect a reduction of 
intensity would have on the pigments. Plants were grown under a frame- 
work covered with black cheese-cloth. This reduced the intensity to about 
12 percent of that outside. 

The results of the analyses are shown in table 9. Both total chlorophyll 
and total carotinoids are much higher with reduced intensity on both the 
fresh and dry weight basis. There is no significant change in either the a/b 
or c/x ratios. The brown pigment is much reduced by shading. 

Work of Willstatter (1912) shows that shade leaves are higher in total 
chlorophyll than sun leaves. This has also been shown by Lubimenko 
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(1907). Willstatter finds with certain plants a reduction of the a/b ratio. 
With all plants studied he noted a reduction of the c/x ratio. Absence of a 
shift in these ratios in this experiment is hard to reconcile with his results. 
It may be that factors other than intensity are involved in the changes 
observed under natural conditions. 


TABLE 9. Analyses of Plants Subjected to Reduced I ntensity Compared with Plants Left in 
Open Sunlight* 


Sa a eee 


Total Pigment in | Total Pigment in . ; 
percent of Fresh | percent of Dry Ret Either 
Plant Substance Method Weight Weight a/b or c/x 
Determined Used 


Outside} Shade | Outside] Shade Outside} Shade 


Sunflower .| Chlorophyll Willstatter’s} .062 | 0.104 0.38 0.92 2.5 2.6 
Tomato... at as .086 10.150 | 0.80 TP) |) BLS} 2.6 
Sunflower . " New -I20 |0.150 | 0.76 | 1.25 | 3.4 33 
a .| Carotinoids Willstatter’s}] .oo9g2 | .or21 0.057 | 0.108 | 0.42 | 0.42 
(.0090)| (.0148)] (0.055)} (0.132) (0.32) | (0.29) 
Tomato... se ss OII2 | .0204 | 0.104 | 0.174 | 0.42 | 0.45 
(.0112)} (.0248)] (0.104)] (0.212) (0.29) } (0.31) 
Tomato. ..| Brown pigment + 2.10 1.00 
Sunflower . a a 2.10 1.00 


* Values in parenthesis determined with spectrophotometer. 
7 Relative values. 


Experiment 7. Effect of Mineral Nutrients 
These experiments were conducted with soy beans grown in quartz sand 
and watered with nutrient solutions and distilled water. Oats were also 
grown in minus potassium and control cultures, since Wlodek claims to have 
found evidence of a shift of the a/b ratio with this treatment, using oats as 
the experimental plant. 
The nutrients * were prepared in the following manner: 


Stock SOLUTIONS 


REN Hes 7 AAO ee Rh, sa SP oh ee oo ecole 2 percent 
PBs MEIN OY vis na es aa re AE Re eon a ee RR Ren 2 percent 
Fem CAIN@ a) oes Om star Cee oy hone ie ie es 4 percent 
7h SE WEA BP in oe cE iy Oe ea ae eae a 2 percent 
iis tL Oe Bie Bin @ o ce ese ace Ree AE ee ees ene 2 percent 
Sp KOEN Ci bye 2 5 58 oe cel oad ees Le ee ne ee 2 percent 
he: NEMS TOV GL 2:5 oven Sth PC RRR PR nee ae 2 percent 
eps EEN T pM Ed O38 i al oicocas are ee, OL ar Oe eure TERRES Par a Rees CR 2 percent 


For complete nutrients use equal parts of 1, 2, 3 and 4. 
For minus phosphorus use equal parts of I, 2, 3 and 5. 
For minus nitrogen use equal parts of 1, 4, 5 and 6. 
For minus potassium use equal parts of 1, 3, 7 and 8. 


To make the nutrients, 10-cc. portions of the solutions were mixed as 


3 I am indebted to Mr. J. T. Sullivan of Purdue University for suggesting this combi- 
nation of nutrient salts. 
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indicated above and diluted with 250 cc. of distilled water. A few drops of a 
solution of ferric citrate was added in each case. Applications were made 
each week. 

The results are summarized in table 10. Two lots of plants were grown, 
the first series being started on December 9, 1926, and the other April 21, 
1927. The light intensity in these two series was extremely different and 
the response to reduction of the nitrate supply was not the same in both. 
Therefore, the results of these series will be considered separately. 

In the winter series total chlorophyll expressed on the fresh weight basis 
is higher where an essential element is lacking. Odds for minus nitrogen 
are 100 : I, for minus phosphorus 16: 1, and for minus potassium [4 : I. 
Plants grown in soil are distinctly higher in total chlorophyll than if grown in 
the complete nutrient solution, both on the dry and fresh weight basis. The 
odds are 1,660 : I and 140: 1, respectively. The a/b ratio shows no changes 
that can be regarded as significant. Total carotinoids show changes that 
parallel that of total chlorophyll. Unfortunately, no comparison of the 
brown pigment was made in this series. 

In the spring series only soil, complete, minus nitrogen and minus 
phosphorus cultures were grown. It is evident that here the action of lack 
of nitrates is decidedly different from that in winter. There is a marked 
decrease in total chlorophyll on both the fresh and dry weight basis. The 
odds are 450 : I and 1,600 : 1, respectively. The soil and minus phosphorus 
cultures show essentially the same effects on total chlorophyll as did the 
winter series. It is very interesting that total carotinoids as well as total 
chlorophyll decrease in the minus nitrogen cultures. In the soil and minus 
phosphorus cultures they are higher than in the complete solution on the 
fresh weight basis. The brown pigment shows large changes, which are 
inversely correlated with total chlorophyll, soil being lowest and minus 
nitrogen highest. 

Considering the a/b and c/x ratios for both series together, there is no 
evidence of significant differences except for the slightly high c/x ratios with 
minus nitrogen and the somewhat low values with minus phosphorus. 

The difference of the effect of nitrates in the two series is probably to be 
explained on the basis of an increased light intensity and duration in the 
spring, leading to the production of abundant carbohydrates and conse- 
quently making nitrogen a limiting factor. In the winter with lower 
carbohydrates, the nitrogen in the seed sufficed to provide for the needs of 
the plant. Another possibility to consider, is the probable action of light to 
decompose chlorophyll in the leaf. This action would be greater in the 
spring and tend to reduce the chlorophyll percentage. It would be expected 
that the amount of nitrogen supplied by the seed might be sufficient to 
produce chlorophyll rapidly enough to care for its decomposition in the 
winter with low light intensity, but not in the spring with high light intensity. 

Deuber (1928) has also noted that lack of nitrogen may increase chloro- 
phyll in soy beans under certain conditions. 
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The action of lack of phosphorus and potassium may be due to the 
decreased growth of the plant, chlorophyll production not being similarly 
affected. This may also partially explain the action of soil, since the plants 
in the soil cultures grew slower than with the complete nutrient solutions. 
It may be possible that certain accessory nutrients were present in the soil 
and not in the culture solutions. 


Experiment 8. Effect of Continued Darkness 


When soy beans or tomatoes are placed in the dark room there is a 
marked reduction in total chlorophyll in a few days. The results of experi- 
ments of this nature are summarized in table 11. The reduction in total 
chlorophyll is evident without recourse to analysis, but its magnitude is 
shown by the data. Carotinoids do not show a parallel decrease. Aside 
from the second analysis on soy beans they remain almost constant. 

The most interesting result of these experiments is the large increase in 
the c/x ratio in the plants kept in darkness. This appears to be due to a 
decrease in xanthophyll and an increase in carotin. It looks as if xantho- 
phyll had been changed to carotin, but the data do not exclude other possi- 
bilities. The brown pigment shows a marked increase with continued 
darkness. 

Yellow Coleus was investigated as a plant naturally low in chlorophyll. 
It does not show the same changes as the other plants. Neither total 
chlorophyll nor total carotinoids show changes. Both are quite low in this 
plant. The brown pigment does not change much. The dilute acetone 
extract of this plant is in general darker than usually found. It seems also 
to differ qualitatively from that of tomato and soy bean. The c/x ratio is 
higher than commonly found. This rather high ratio in the yellow Coleus 
has been also noted by Schertz (1923). 


Experiment 9. Effect of Tomato Mosaic 


A few chlorophyll analyses of mosaic tomato and tobacco plants have 
been published by Elmer (1925). His analyses show a great increase in the 
c/x ratio, carotin almost doubling in amount. It was chiefly to check this 
that a few analyses were made on healthy and mosaic tomatoes. No such 
marked change in the c/x ratio as that reported by Elmer was found. 
Chlorophyll seems to break down faster than the carotinoids under the 


action of the disease. The brown pigment shows a large increase with 
mosaic. 


DISCUSSION 


Since many points have been treated in detail under the separate experi- 
ments, it is necessary here to indicate only the more important results and 
deal with conclusions that can be drawn from the data as a whole. 

One of the main objects of the work was to determine whether the a/b 
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and c/x ratios could be changed. It is shown that storing at a temperature 
below freezing will cause a lowering in the a/b ratio. Cutting out the blue 
rays from sunlight will also produce a lowering of this ratio. Both the a/b 
and c/x ratios decrease when tomatoes are placed under continuous illumi- 
nation. An elevation of the c/« ratio occurs when plants are placed in total 
darkness. 

The fact that the ratios of the pigments to each other can be changed 
eliminates the likelihood of their existence in the leaf combined with each 
other in definite proportions. It is reasonable to assume that the difficulty 
of shifting the ratios has some explanation, as does also the small changes 
produced by certain conditions. 

It is interesting to consider a possibility that arises in view of what has 
been found in this work. Suppose that chlorophyll @ and chlorophyll 6 
exist in the leaf in equilibrium with each other as might be indicated by the 
following: 

[ CsoH39ONaMg |JCOOCH3:COOC20H39 + O2: @ 
['CssH2g02NsMg |COOCH3:COOC2oH39 oie H,O 


It would be reasonable to expect that the reaction to the right would 
evolve heat. According to the theorem of Le Chatelier, lowering the 
temperature should shift the equilibrium toward the right, increasing 
chlorophyll 6. In agreement with this, b increases and a decreases when 
leaves are stored at a temperature below freezing. It is very unfortunate 
that there were no other experiments on the effect of temperature. Experi- 
ments I and 3 were at 25° C, while experiment 2 was at 20° C. The a/b 
ratios were lower in experiment 2. Since these analyses were separated over 
a period of time, a constant error may be involved. However, the indica- 
tions are sufficiently favorable to warrant further work on the effect of 
temperature. 

Spectrograms of chlorophyll a and chlorophyll 0, as given by Willstatter, 
show that chlorophyll a absorbs more red light than chlorophyll 0, and 
chlorophyll 6 somewhat more blue than chlorophyll a. It would be ex- 
pected, therefore, that a preponderance of red light would increase the 
activity of chlorophyll a more than 0 and shift the above postulated equilib- 
rium to the right. Similarly a preponderence of blue light should increase a. 
This is in agreement with the data. 

The ratio changes in the case of tomatoes can be best explained on the 
basis of the pigments decomposing at different rates under these conditions. 
The conversion of chlorophyll a to chlorophyll 6 and of carotin to xanthophyll 
by the process of oxidation under conditions of rapid photosynthesis is not 
to be excluded, since the relative amounts of the more highly oxidized 
pigments increase. Willstatter (1918) has observed that the Ciara ios 
lowered when detached leaves are placed under continuous artificial illumi- 
nation and high carbon dioxid concentration. These conditions are very 
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favorable to oxidation. He kept leaves at the same temperature in darkness 
and found no shift in the c/x ratio. Illuminated leaves that had been 
treated with ether to stop photosynthesis showed a normal c/x ratio. It is 
probable that the change observed is due to conversion of carotin to a 
product that at least behaves similarly to xanthophyll in the analysis, 
Willstatter regards this change as similar to that which frequently occurs 
during autumnal coloration. 

It was found that long continued darkness results in a decrease in 
chlorophyll without a corresponding decrease in carotinoids. It seems that 
an increased rate of decomposition, favored by the conditions that darkness 
induces in the leaf, occurs, rather than the decrease being due solely to the 
stopping of chlorophyll production with decomposition going on at a normal 
rate. However, the most interesting result of darkness is an increase in the 
c/x ratio, a result which might be expected when the evolution of oxygen 
is checked due to photosynthesis ceasing. 

It is to be noted that the shifts in the ratios observed so far result from 
very abnormal conditions. This must be especially borne in mind in 
attempting to connect these changes in any way with the mechanism of 
carbon assimilation. One of the strongest arguments against the inter- 
conversion of the pigments during photosynthesis is the result of Willstatter 
showing no significant diurnal fluctuations. It may be, however, that the 
present methods are not accurate enough to detect small changes during the 
course of a day. 

It is interesting to note that a decrease in chlorophyll is accompanied in 
most cases by a decrease in carotinoids. Chlorophyll and the carotinoids 
also tend to increase simultaneously. The chief exception to this is the 
effect of continued darkness. Of especial interest is the decrease in caroti- 
noids that accompanies a decrease in chlorophyll, due to the effect of 
insufficient nitrates. It is probable from this that the effect of nitrates on 
the amount of chlorophyll in plants is to be explained on some other basis 
than the fact that nitrogen enters into the chemical composition of chloro- 
phyll. Its effect must be on some step common to the development of the 
carotinoids as well. 

It is very difficult to draw conclusions from the values for total chloro- 
phyll, since undoubtedly two processes which cannot be separated are 
involved. One is the formation of chlorophyll, the other its decomposition. 
Conditions that change the amount of chlorophyll may affect one or both of 
these processes. This complication is not confined to chlorophyll, but is 
involved in any attempt to interpret analyses made on plants. It would be 
an important step in the field of plant physiology if ways could be devised of 
surmounting this difficulty. 

A very interesting point brought out by the data is the marked corre- 
lation of the brown pigment of the dilute acetone extract with low chloro- 
phyll values, especially where it is likely that these low chlorophyll values 
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are brought about by increased decomposition. Until the effect of darkness 
was studied, it was thought high brown pigment values were associated with 
conditions favoring high carbohydrates. Darkness should result in a 
depletion of carbohydrates, but nevertheless, the brown pigment increases, 
accompanied by a decrease in chlorophyll. It is likely that the correlation 
of low chlorophyll and high brown pigment is due to the action of a common 
cause, such as a derangement of some metabolic process in the leaf, rather 
than the brown pigment being a chlorophyll decomposition product. A 
decision may be possible if the chemical properties of the brown pigment 
can be worked out. An attempt in this direction is being made. 


SUMMARY 


1. Willstatter’s fractionation method for chlorophyll a and 6 gives total 
chlorophyll values that are lower than those obtained by his method for 
total chlorophyll. A new method is described for fractionating chlorophyll 
a and b which gives higher values than those obtained by Willstatter’s 
fractionation method. The total chlorophyll values obtained by this new 
method approach closely the values obtained by Willstatter’s total chloro- 
phyll method. 

2. Substitute standards made from inorganic salts are described for 
chlorophyll determinations and new values are suggested for the potassium 
dichromate solution described by Willstatter as a standard for carotinoid 
determinations. 

3. A new method is given for preparing carotin from carrots. The 
specific transmissive index of carotin at the mercury line 435.8 was found to 
be 2.11. 

4. A method for determining the relative amounts of a brown pigment 
that may be extracted from leaves with dilute acetone is given. 

5. Total chlorophyll does not change significantly during storage of 
tissue in the frozen condition, but the a/b ratio decreases. 

6. Increasing the concentration of carbon dioxid in the air results in a 
decrease in total chlorophyll and carotinoids on the dry weight basis, but 
little change on the fresh weight basis. It does not change the a/b or c/x 
ratios. 

7. Increasing the duration of illumination results in a decrease in total 
chlorophyll and total carotinoids, especially on the dry weight basis. There 
is no significant shift in the a/b or c/x ratios. 

8. When both extra carbon dioxid and increased day length are applied 
simultaneously, the decrease in total chlorophyll and total carotinoids is 
greater. The a/b and c/x ratios remain unchanged. 

g. Very young plants, such as seedling soy beans, are exceptions to the 
above, extra carbon dioxid bringing about an increase in chlorophyll. 

10. In tomatoes subjected to continuous artificial illumination there is a 
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marked reduction in chlorophyll and carotinoids in a few days. Thea/b and 
c/x ratios are both significantly lowered. The brown pigment increases. 

II. Cutting of the ultra violet from sunlight has no significant effect on 
chlorophyll or carotinoids. 

12. Elimination of blue light results in a slight but significant decrease 
in chlorophyll and carotinoids, provided the intensity is kept the same as the 
control. The a/d ratio is lowered by cutting out blue light. 

13. Cutting out red light results in an increase in both chlorophyll and 
carotinoids, but this is due partially to intensity reduction. The a/b ratio 
is higher under the blue light, but the number of analyses is insufficient to be 
certain of thisincrease. Brown pigment production is favored by blue light. 

14. Reducing the light intensity to 12 percent of normal sunlight results 
in an increase in chlorophyll and carotinoids. The a/b or c/x ratios show no 
significant change. Brown pigment is reduced. 

I5. Removing the nitrate supply leads to increased chlorophyll and 
carotinoid percentages on the green weight basis, under the light conditions 
prevailing in the greenhouse during the winter. The opposite is true in the 
spring, with higher light intensity. Under these latter conditions, brown 
pigment increases. 

16. Removing the potassium or phosphorus supply leads to an increase in 
chlorophyll on the green weight basis, but little change on the dry weight 
basis. 

17. Chlorophyll and carotinoids are markedly higher in soil than in any 
of the nutrient solutions used. Brown pigment is low in plants grown in 
soil. 

18. Lack of nitrates, phosphorus, or potassium does not significantly 
affect either the a/b or c/x ratios. 

19. Placing plants in the dark results in a large decrease in chlorophyll, 
unaccompanied by a corresponding decrease in carotinoids. The c/x ratio 
shows a marked increase. Brown pigment increases. 

20. Tomato mosaic results in a decrease in chlorophyll, which may be 
accomplished by a decrease in carotinoids. Brown pigment increases. The 
a/b and c/x ratios show no large changes. 


The writer wishes to thank Doctor John M. Arthur of the Boyce Thomp- 
son Institute and Doctor R. C. Burrell of the Ohio State University for 
helpful suggestions and criticisms. 


Boyce THOMPSON INSTITUTE FOR PLANT RESEARCH, INC., 
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RELATION OF COMPOSITION OF SEED AND THE EFFECTS 
OF LIGHT TO GROWTH OF SEEDLINGS 


Mary E. Rerp 


It is possible to study the effect of light on the assimilation of inorganic 
nitrogen, the synthesis into proteins of the products formed therefrom, and 
the utilization of these products in growth independently of carbohydrate 
synthesis. This can be done by growing plants in the light in an atmosphere 
lacking carbon dioxid. A plant may have a supply of reserve carbohydrates 
or fats sufficient to last for a considerable time. Such a reserve may be 
adequate to afford energy for respiration and building material for proto- 
plasm and cell walls without having the complicating influence of carbo- 
hydrate synthesis. Under such circumstances is growth in the light the 
same asin darkness or is there a distinct consequence of light on growth and 
development aside from its réle in synthesizing carbon compounds? Since 
there is now much evidence that varying proportions of carbohydrates and 
nitrogen have remarkable influences on metabolism and growth, may it not 
be that by controlling the process of carbohydrate synthesis, extreme 
variations in the relative proportions of carbohydrates to nitrogen may be 
obtained with the probability of resulting effects upon the type of de- 
velopment? 

Godlewski (2) investigated the process of germination in the light 
without the presence of carbon dioxid and found that it went on much the 
same as with seedlings grown in the normal atmosphere. There was no 
stretching out of the stem as occurs with plants grown in darkness. The 
chloroplasts were completely formed and of normal color. He concluded 
that the form changes of etiolated plants are not to be sought in the inter- 
ruption of carbohydrate synthesis. 

Corenwinder (1) enclosed a leafy branch of a tree in a glass cylinder 
filled with air lacking carbon dioxid. The leaves of the tree continued to 
grow and eventually became larger than those kept in the normal atmos- 
phere. He attributed the difference in size of the two sets of leaves to the 
more favorable temperature for growth which he thought existed within the 
chamber. It was concluded that the leaf assimilated the carbon dioxid 
given off by its own tissues or which was probably brought to it from other 
parts of the plant. Undoubtedly growth occurred at the expense of 
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carbohydrate compounds stored locally within the stem and possibly also 
some was conducted in from the adjoining portion of the branch. Froma 
consideration of the results of the present experiments it seems possible that 
the limitation of carbohydrate synthesis may itself have had a favorable 
effect on the growth of the leaves enclosed within the chamber. 

Godlewski (3) claimed that the daily growth period is, as Sachs indicated, 
brought about by the retarding effect of light on growth. That both inter- 
nodes and leaves show this retarding effect is indicated by Prantl’s (9) and 
Vines’ (12) measurements. Godlewski thought the retarding of growth by 
light is a consequence of its effect on the protoplasm but he-considered that 
the decreased growth could not be entirely explained by a lessened motility 
of the protoplasmic molecules. He held also that the extensibility of the 
cell walls is decreased by light. 

Kraus (5) attributed the limited thickening of tissues in darkness to lack 
of carbohydrate synthesis. He claimed that light influences the thickening 
of the tissues because it makes possible the formation of carbohydrates. 
Godlewski, on the contrary, maintained that thickening of the tissues goes 
on if the plants are grown in a carbon-dioxid-free atmosphere. He held that 
the effect of light on the solidification and thickening of the plant membranes 
has nothing to do with carbohydrate synthesis. 

The literature dealing with the relation of varying proportions of carbo- 
hydrates and nitrogen to growth of shoots and roots has been reviewed in 
previous publications (Reid, 10, II). 

Most of the investigators in this field of research, particularly Godlewski 
(4) and Pfeffer (8), have been chiefly interested in the chemical differences of 
plants grown in darkness and in light with and without carbon dioxid and 
they have not described the type of growth with any detail. Very little 
attention has been given to the relative weights of different organs of the 
plant, the number and kind of roots produced, the color and size of cotyle- 
dons and leaves, and differences in anatomical structure of plants grown in 
darkness and in light in atmospheres having and lacking carbon dioxid. 


EXPERIMENTAL METHODS 


Seedlings of Illinois high- and low-protein corn, cow pea, soy bean, 
muskmelon, and sunflower were used. The cultures were prepared ac- 
cording to methods described in a previous publication (Reid, 11). When 
the seedlings were beginning to emerge from the sand, the cultures were 
placed in the apparatus devised for (a) providing an atmosphere containing a 
relatively high concentration of carbon dioxid, and (6) an atmosphere 
lacking carbon dioxid. 

This apparatus consisted of a series of 12 tubulated bell jars, six of which 
were used as culture chambers having the atmosphere containing carbon 
dioxid and the other six were used as chambers in which the carbon dioxid 
of the incoming air was completely removed. Text figure 1 shows one of the 
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two series. The lower outlet tube of each jar was connected with a gas pipe 
having six outlets, one leading to each jar. The gas pipe was connected to 
the vacuum system of the building and by means of a screw the amount of 
vacuum could be regulated. The tubulated openings at the tops of the jars 
were individually connected with another gas pipe on the opposite side of the 
jars. The air leading into this gas pipe was, in one series, conducted through 
a soda lime tube and then through baryta water before entering the gas pipe 
leading to the culture chambers. In the other series the air was conducted 
through a strip of glass tubing about one inch in diameter and thirty inches 
long. Extending into this open tube was a smaller tube leading from a 
carbon dioxid tank. 

The pressure from the tank was kept uniform by means of a pressure 
gauge and the gas was allowed to bubble out at the rate of 20 bubbles per 
minute. The rate of flow was checked at frequent intervals during the day 
by holding the end of the small tube under water and counting the number of 
bubbles per minute. It was found that with a vacuum which had a force 
sufficient to lift a column of water 6 cm. and by allowing carbon dioxid to 
enter the current of ingoing air in the large tube at the rate of 20 bubbles per 
minute, the air in the culture chambers was kept at a concentration of 
approximately 0.4 percent carbon dioxid (by volume). 

The jars were sealed with DeKhotinsky cement to glass plates 12 inches 
square. It was necessary to maintain an air-tight seal in order to insure an 
equal pull of air through all of the jars. At frequent intervals a water 
manometer was inserted into the system at the inlet and outlet of each jar 
to make certain that the pull was uniform in all of the chambers. 

Fresh applications of nutrient solutions were made through a glass tube 
Inserted through the rubber stopper at the top of each jar. The tube 
extended to within an inch of the level of the sand and was kept closed by a 
screw pinch cock at the exposed end except when nutrient solution or 
distilled water was to be applied. 

The investigations were conducted chiefly during May and June, when 
iight supposedly would not be a limiting factor. Experiments have also 
been made at other times during the year but the results, although inter- 
esting, are not sufficiently conclusive to report at this time. 

The seedlings were allowed to develop until the plants grown without 
extra carbon began to show evidences of loss of turgor, etc., resulting 
undoubtedly from insufficient carbohydrates. The plants of any particular 
kind, receiving and not receiving carbon dioxid, were always harvested at 
the same time. Due to differences in the relative amounts of reserve 
carbohydrates and to variations in the rate of growth of different types, the 
length of the period of growth varied with the kind of plant. Illinois high- 
protein corn, for example, grown without extra nitrogen or extra carbon had 
a growing period of only 9 days but sunflower seedlings under the same 
conditions grew for 14 days. When given extra nitrogen, the high-protein 
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corn grew for ten days, whereas soy bean seedlings grew for 17 days. 
Throughout the developmental period light conditions were favorable for 
rapid growth and synthesis of carbohydrates. 

Microchemical tests on sections of tissues of seedlings grown under the 
different external conditions were used for the detection of starch, free- 
reducing substances, cellulose. and lignin. The following methods were 
used: 

Starch. Dilute solution of IKI. Starch grains stained deep blue. 

Free-reducing substances. Fliickiger reaction: a few granules of copper 
tartrate were placed on a slide and dissolved in a 20-percent solution of 
NaOH. After standing for 10 minutes at 45° C. the tissues were examined 
for copper oxid crystals. : 

Cellulose. Sections of tissue were placed on a slide in a drop of I,.KI 
solution and excess of the reagent removed with filter paper. The location 
of the blue color in the sections was observed. A drop of 75-percent H,SO, 
was then added from the side of the cover glass. Cellulose membranes will 
swell and become blue in the reagent. | 

Lignin. Phloroglucin-HCl reaction. Sections of tissue were placed on a 
slide in alcoholic phloroglucin (0.1 gm. phloroglucin, 10 cc. alcohol); the 
sections were covered and left until the solution evaporated. Then a drop 
of 25-percent HCl was added from the edge of the cover glass. A red-violet 
color in the cell walls was taken as an indication of the presence of lignin. 

Godlewski (4) and Vines (12) have both maintained that leaves could be 
developed in light under conditions which inhibited any assimilation of 
carbohydrates. In the experiments herein described, the air entering six 
of the chambers was free from carbon dioxid but the air in the chambers 
themselves contained small amounts which must have been produced in 
respiration. The concentration of carbon dioxid in the tissues of the leaves 
was probably considerably higher than that in the air surrounding the plants 
in the chambers. Although at the time the plants were harvested starch 
was not found in the leaves except in the guard cells and bundle sheaths, it 
is not supposed that carbohydrate synthesis was completely inhibited. 
There may have been considerable utilization of the carbon dioxid followed 
by growth with accompanying respiration. Toward the end of the growing 
period the amount of carbon dioxid in the air of the culture chambers must 
have been very small. Determinations of the carbon dioxid were not made 
during the later phases of growth of the seedlings, consequently this 
question cannot be answered. 


RESULTS OF EXPERIMENTS 


The results of these experiments show the effect of differences in chemical 
composition of the seed upon the growth of the seedling, particularly in 
relation to the availability or non-availability of additional carbon and 
nitrogen. The growth responses of each type of seedling will be described. 
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Photographs showing the appearance of high- and low-protein corn, musk- 
melon, and cow pea seedlings under each of the four sets of environmental 
conditions were published previously (Reid, 10). 

The quantitative data are given in tables 1 to 5. Table 3 summarizes 
the results given in tables 1 and2. The data presented in tables 4 and 5 are 
based on calculations made from tables t and 2. Table 4 shows the per- 
centage gain in fresh weight of seedlings when nitrates or carbon dioxid or 
both are supplied. The fresh weight of seedlings produced by the reserves 
within the seed, without additional carbon or nitrogen, is taken as the 
standard. 

Illinois Low-protein Corn 


These seedlings were grown from seeds containing only 1.09 percent 
nitrogen but a large store of carbohydrates. The amount of reserve 
carbohydrates in proportion to the reserve nitrogen was very much higher 
than in any of the other types of seeds used in these experiments. The 
seedlings were greatly benefited by extra nitrogen in the form of nitrates, but 
were not benefited (in fact showed injury) by the use of carbon dioxid unless 
extra nitrogen was also given. In tables 1 and 2 it is shown that plants 
supplied with neither carbon dioxid nor nitrates weighed 2.09 grams each; 
those furnished carbon dioxid but no nitrates weighed 2.02 grams each; 
whereas others given nitrates but no carbon dioxid weighed 3.74 grams. 
Seedlings supplied with both carbon dioxid and nitrates weighed 4.14 grams 
each. The differences in green weight of the unnitrated plants receiving and 
not receiving carbon dioxid are not significant although there were definite 
differences in appearance, especially in size of the tops. Leaves of the 
unnitrated seedlings grown under conditions which restricted carbohydrate 
synthesis were longer and more green, and there tended to be more visible 
leaves produced than by similar seedlings which were permitted to synthesize 
carbohydrates. Leaf blades of seedlings furnished carbon dioxid but no 
nitrates weighed 14.5 percent less than those of seedlings grown on their own 
reserves of both carbon and nitrogen (table 4). Leaf blades of the seedlings 
given carbon dioxid had an average length of 11.1 cm., whereas those not 
given carbon dioxid had a length of 13.5 cm. A gain of 150 percent in the 
green weight of the leaf blades resulted when extra nitrogen but no extra 
carbon dioxid was furnished. In table 5 it is shown that seedlings grown 
without both extra nitrogen and carbon dioxid produced 49 grams of fresh 
tissue per 0.1 gram of reserve nitrogen and 88 grams when extra nitrogen only 
was supplied. Similar seedlings grown with extra carbon dioxid but without 
extra nitrogen yielded 47 grams of tissue. Seedlings to which both carbon 
dioxid and nitrates were furnished produced 97 grams of tissue, a gain of only 
9 grams by the use of carbon dioxid; indicating that the carbohydrate 
reserves of the seed were sufficient to allow the utilization of considerable 
additional nitrogen. The principal effect of supplying extra carbon dioxid 
but no nitrates was in stunting of the leaves whereas the chief effect of 
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supplying nitrates but no carbon dioxid was in increasing the weight, size, 
and number of leaves. 


Illinois High-protein Corn 


In comparison to the other types of seedlings, the green weight of the 
high-protein corn seedlings was influenced relatively little by differences in 
external environment during the ten-day period of growth. Internal 
differences in the contents of the cells and anatomical structure were 
observed, however. Growth was increased somewhat more by additional 
carbon dioxid than by nitrates. The average weight of a seedling grown on 
its own reserves of both carbon and nitrogen was 2.46 grams whereas that 
of a seedling given extra carbon dioxid but no nitrates was 2.85 grams and 
that of seedling supplied with nitrates but no extra carbon dioxid was 2.62 
grams. When given both additional nitrogen and carbon dioxid the average 
weight was 3.03 grams. From the data presented in table 4, it may be 
noted that the presence of carbon dioxid in the atmosphere surrounding the 
seedlings did not modify the amount or type of growth to nearly so great an 
extent as it did with seedlings grown from higher protein types of seeds. In 
table 4, it is also shown that nitrates influence the amount and kind of 
growth of low-protein corn seedlings more than that of the high-protein corn 
seedlings. This is perhaps because the store of reserve nitrogen in pro- 
portion to the carbohydrates is much greater in the high-protein corn. The 
growth of roots of the high-protein corn seedlings was not appreciably 
influenced by supplying either carbon dioxid or nitrates, although there was 
a slight increase when both nitrates and carbon dioxid were furnished. 


New Era Cow Pea 


The seeds from which these seedlings were grown had a high nitrogen 
(4.4 percent) and a high starch content. In tables 1 and 2 it may be ob- 
served that the seedlings gained more in weight by the use of carbon dioxid 
than they did by the use of nitrates. The average weight of a seedling 
grown without addition of carbon dioxid or nitrates was 0.84 grams whereas 
that of a seedling given carbon dioxid but no nitrates was 2.05 grams and 
that of one furnished nitrates but no carbon dioxid was 1.17 grams. The 
average weight of a seedling given both nitrates and carbon dioxid was 3.28 
grams. In table 4 it is shown that a gain of 243 percent in green weight of 
roots, of 112 percent in the green weight of stems, and of 103 percent in the 
green weight of leaves resulted by supplying extra carbon dioxid but no 
nitrates whereas a gain of 100 percent in weight of roots and only a slight 
gain in weight of shoots resulted from supplying nitrates but no carbon 
dioxid. Both hypocotyls and roots of the seedlings receiving nitrates were 
larger in diameter than those of unnitrated seedlings. The 100-percent 
gain in the fresh weight of roots with the use of nitrates was brought about 


chiefly by the increase in the root diameters. There was no apparent 
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increase in number or length of roots. The carbon-dioxid-treated seedlings, 
however, had remarkable increases in number and length of roots as well as in 
weight as compared to seedlings which did not receive carbon dioxid. 

The blades of the leaves did not vary greatly in size with differences in 
external conditions. Cow pea seedlings of this variety quickly utilize the 
reserves in the cotyledons and form a set of leaves which are relatively thick 
in cross section and have a very compact structure. The second set of 
leaves is compound. Much of the nitrogenous food reserve is utilized in 
forming the first set of relatively large leaves. Because of the compact 
cellular structure of these first leaves and of their high protoplasmic but low 
water content, the cow pea seedling appears to produce a smaller amount of 
leaf tissue per unit of reserve nitrogen (table 5, column 12) than the other 
types of seedlings which were used. In table I, column 9, it may be noted 
that the weight of leaves of the plants synthesizing carbohydrates is much 
higher than that of plants grown in the atmosphere lacking carbon dioxid. 
This difference in weight is partially due to the very high starch content of 
the leaves receiving carbon dioxid (see photographs, 10). 


Peking Soy Bean 


The non-nitrogenous carbon compounds of this seed are stored largely in 
the form of fats, although considerable starch is also present. The seed 
contains 3.4 percent nitrogen. The seedlings gained more in size and weight 
by the utilization of carbon dioxid than by that of nitrates. Figures 1 to 4 
in Plate LXVIII illustrate the appearance of soy bean seedlings under the 
four sets of environmental conditions. In tables 1 and 2 it is shown that 
the average weight of a seedling grown without the addition of carbon 
dioxid or of nitrates was 0.75 grams whereas when supplied with carbon 
dioxid but no nitrates it was 1.48 grams, and when given nitrates but no 
carbon dioxid was 1.00 gram. When both nitrates and carbon dioxid were 
given, the average weight was 1.68 grams. Table 4 shows that the per- 
centage gain in fresh weight of roots with carbon dioxid supplied is 249, with 
nitrates supplied it is 100, and with both nitrates and carbon dioxid it is 220. 
The stems gained 59 percent with carbon dioxid supplied but did not gain 
when nitrates but no carbon dioxid were given. The leaves increased 
appreciably in weight with the addition of carbon dioxid but not with 
nitrates unless carbon dioxid was also furnished. As was the case with cow 
pea seedlings, the roots of the nitrated plants had larger diameters than those 
of the unnitrated plants. The gain in weight of roots with the use of 
nitrates is brought about partially by the increase in diameter of the roots. _ 
The roots of the plant receiving nitrates but not carbon dioxid were some- 
what longer but not much more numerous (PI. LX VIII, fig. 3) that those of 
the corresponding plant which did not receive nitrates (fig. 1). Roots of a 
seedling furnished carbon dioxid are much longer and much more numerous 
(fig. 2) than those of a seedling not given carbon dioxid. The addition of 
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both nitrates and carbon dioxid (fig. 4) resulted in an increase in the weight 


of stems and leaves. 
Red Rocky Ford Muskmelon 


These seeds have the highest nitrogen content (5.62 percent) of all the 
types used in these experiments. The non-nitrogenous reserves are stored 
chiefly in the form of fats. Like the other kinds of seedlings grown from 
seeds with a high nitrogen content, there was a greater gain in weight with 
the use of carbon dioxid than with that of nitrates. The average weight of a 
seedling grown without addition of carbon dioxid or nitrates was 0.292 
grams whereas when grown with the addition of carbon dioxid but no nitrates 
it was 0.726 grams and seedlings to which nitrates but no carbon dioxid was 
given averaged only 0.384 grams. When both nitrates and carbon dioxid 
were supplied the average weight was 1.45 grams (tables 1 and 2, column II). 
In table 5 it is shown that muskmelon seedlings grown without addition of 
carbon dioxid or nitrates produced 39 grams of fresh tissue per 0.1 gram of 
reserve nitrogen but 97 grams if carbon dioxid only was supplied. Seedlings 
to which nitrate nitrogen but no carbon dioxid was given yielded 52 grams of 
fresh tissue and those furnished carbon dioxid as well as nitrates yielded 194 
grams. 

The roots gained 292 percent (table 4) when carbon dioxid only was 
supplied but only 33 percent when extra nitrogen without carbon dioxid was 
given. When both extra nitrogen and carbon dioxid were furnished the 
roots gained 570 percent over the checks grown without either carbon 
dioxid or nitrates. The synthesis of carbohydrates resulted in a very great 
increase in number and length as well as in weight of roots. The roots of the 
nitrated seedlings tended to be coarser than those of the unnitrated plants. 
The stems and hypocotyls gained appreciably in weight with the use of 
additional carbon dioxid and without nitrates but only slightly by the use of 
additional nitrates unless carbon dioxid was also supplied. Seedlings not 
given carbon dioxid did not develop leaves to the stage of unfolding unless 
extra nitrogen was obtainable. Seedlings furnished carbon dioxid but no 
additional nitrogen developed large cotyledons but only a few of these 
seedlings developed true foliage leaves and these were very small. Plants to 
which both carbon dioxid and nitrates were supplied produced two rela- 
tively large foliage leaves with the third leaf nearly ready to unfold. 


Mammoth Russian Sunflower 


The food reserves of these seeds contained much oil and a relatively 
large amount of nitrogen (4.56 percent). The average weight of a seedling 
grown without addition of either carbon dioxid or nitrogen was 0.835 grams 
whereas that of a seedling receiving carbon dioxid but no nitrates was 1.69 
grams and that of one receiving nitrates but no additional carbon dioxid was 
0.752 grams. The average weight of a seedling receiving both nitrates and 
carbon dioxid was only 1.77 grams (tables 1 and 2, column 1 1). The results 


REID — GROWTH 265 


summarized in table 4 show that the addition of nitrates without carbon 
dioxid to the seedlings did not appreciably increase or modify the type of 
growth but that the addition of*carbon dioxid without nitrates greatly 
increased the growth and especially that of the roots. The green weight of 
roots was increased 194 percent when carbon dioxid only was supplied but 
only 14 percent when nitrates only were given. They gained 180 percent 
when both nitrates and carbon dioxid were furnished. Seedlings receiving 
carbon dioxid produced adventitious roots at the bases of the hypocotyls 
but none were found on seedlings not given carbon dioxid. The stems and 
hypocotyls gained considerably in weight with the use of carbon dioxid. 
Photographs of sunflower seedlings grown under the four sets of environ- 
mental conditions are shown in Plate LXVIII, figures 5 to 8. 


General Observations on Growth of the Various Types of Seedlings 


Seedlings grown from seeds having a large reserve of starch but a small 
amount of nitrogen are greatly benefited by extra nitrogen in the form of 
nitrates but are not benefited and may even show injury by the use of extra 
carbon in the form of carbon dioxid unless extra nitrogen is also given. 
Seeds having a large reserve of nitrogen but somewhat limited amounts of 
non-nitrogenous carbon compounds produce seedlings which respond 
favorably to additional carbon dioxid but much less to additional nitrogen. 

This relation of the relative amounts of carbohydrates and nitrogen to 
growth was found in all the types of seedlings which were used and is in 
agreement with results reported by Kraus and Kraybilt (6). 

The utilization of extra carbon in the form of carbon dioxid and extra 
nitrogen in the form of nitrates have different effects on the relative amounts 
of growth of the various organs. In general, the synthesis of carbohydrates 
results in a comparatively greater increase in the growth of roots and stems, 
particularly of roots than of leaves, unless extra nitrogen is also given. If 
the carbohydrate reserves of the seed are sufficient to permit the utilization 
of additional nitrogen, as was true with low-protein corn seedlings, the extra 
nitrogen tends to cause a relatively greater increase in the growth of leaves 
than of roots. If seedlings are supplied with both carbon dioxid and 
nitrates, the proportions of shoots to roots appear to be affected by the 
relative rates of synthesis of nitrogenous and carbohydrate compounds. In 
order definitely to determine the situation with respect to the influence of 
the relative rates of synthesis of carbohydrate and nitrogen compounds on 
the growth of shoots and roots, more exact quantitative chemical methods 
will be required. 

Shoot-to-root Ratios 

The ratios of green weights of shoots to roots do not necessarily give a 
correct impression of the relative amounts and kinds of growth of shoots and 
roots under the various environmental conditions. Judging the type of 
growth by green weights only may furnish a somewhat misleading picture, as 
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for example, the roots of several types of the nitrated plants tended to be 
coarser but not noticeably or appreciably more numerous than those of 
corresponding plants grown without nitrates. It is highly important to 
consider the number of roots initiated as well as their length, diameter, and 
weight. Under certain conditions a plant may produce a relatively extensive 
system of finely branching roots which may weigh considerably less than 
those of another plant which are coarser, shorter, and much less profusely 
branched. Volume measurements in such cases are of no greater value than 
are the fresh weights. Photographs may afford a more accurate conception 
of the relative differences in growth of roots under varying conditions of 
environment than do the fresh weights. 


Microchemical Evidence of the Effect of the Different Conditions for Growth 
on the Chemical Composition of the Seedlings 

Seedlings of high-protein corn grown both with and without nitrates 
contained somewhat less starch but approximately the same amount of free- 
reducing substances when grown without as with carbon dioxid. No 
marked differences in chemical composition of these seedlings resulting from 
the presence or absence of nitrates and the presence or absence of carbon 
dioxid were found at the end of the nine-day period in which these seedlings 
were growing. 

Seedlings of low-protein corn not supplied with nitrates and carbon 
dioxid contained less starch but approximately the same amount of reducing 
substances as similar seedlings which received carbon dioxid. Seedlings 
which received both nitrates and carbon dioxid contained slightly more 
carbohydrates than similar seedlings which did not receive carbon dioxid. 
The presence or absence of nitrates in the nutrient medium affected the 
supply of reserve carbohydrates in the low-protein seedling much more 
than the presence or absence of carbon dioxid in the atmosphere. 

Cow pea and soy bean seedlings which received carbon dioxid contained 
much more starch and free-reducing substances than similar seedlings which 
were not permitted to synthesize carbohydrates. Plants receiving nitrates 
and carbon dioxid had much less starch and free-reducing substances than 
similar plants not receiving nitrates. 

The roots, hypocotyls, stems, and cotyledons of muskmelon seedlings 
grown in the atmosphere containing 0.4 percent carbon dioxid were gorged 
with starch. More carbohydrates were produced than by any other kind of 
seedling used in these experiments. It has been found in other experiments 
that tomato seedlings similarly have an unusual capacity for the rapid 
synthesis of both carbon dioxid and inorganic nitrogen into products which 
promote growth. Carbohydrates tend to accumulate very rapidly in these 
two kinds of seedlings if the nitrogen supply is somewhat limited. Only a 
few starch grains and a small amount of reducing substances were found in 


sections of tissues of seedlings grown in the atmosphere to which no carbon 
dioxid was supplied. 
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Sunflower seedlings receiving carbon dioxid contained very small amounts 
of starch, relatively more of reducing substances, and very large amounts of 
fat. The tissues of seedlings grown without carbon dioxid contained very 
small amounts of carbohydrates. Starch was present only in the guard cells 
of the leaves. Only slight traces of reducing substances were found in the 
tissues of the different organs but some fat was found particularly in the 
cotyledons. 

It appears from the results shown in tables 3 and 4 that seedlings grown 
from seeds having a high protein and high oil content synthesize carbo- 
hydrates more rapidly in the early phases of growth than seedlings of low- 
protein seeds. The high-protein, high-oil seeds have their food reserves 
stored in tissues that become foliage organs, the plastids of which are capable 
of functioning in carbohydrate synthesis very early in the growth of the 
seedling. It takes a considerably longer time for other types such as corn to 
develop their foliage tissues to the stage at which an appreciably extensive 
synthesis of carbohydrates may occur. Doubtless other unknown factors 
have also influenced the amount of carbohydrate synthesis in the young 
seedlings which have been used in these investigations. 

The accumulation of greater amounts of carbohydrates or fats in the 
tissues of seedlings grown without nitrates as compared with the amounts 
found in seedlings to which nitrates were supplied is in accord with observa- 
tions of Kraus and Kraybill (6) and also of other investigators and is to be 
attributed to the fact that both synthesis of organic nitrogen compounds and 
utilization of carbohydrates in growth are limited by the lack of nitrogen. 
When carbohydrate synthesis is limited there is less of free-reducing sub- 
stances, starch, and cell membrane substances in seedlings grown with 
nitrates than without nitrates, since part of the reserve carbon must be used 
in the synthesis of organic nitrogen compounds from nitrates. 

Rather definite correlations have been found between the relative 
amounts of carbohydrates and fats which accumulate in the tissues of the 
seedlings under different conditions and the number and weight of roots 
produced. The high-protein types of seedlings—soy bean, cow pea, 
muskmelon, and sunflower—when grown in the atmosphere containing 
carbon dioxid accumulate large amounts of reserve carbohydrates in their 
tissues and at the same time develop relatively large root systems. Similar 
seedlings grown without carbon dioxid have very little reserve carbohydrate 
in their tissues and have comparatively small root systems. Seedlings of 
high- and low-protein corn whlch did not gain much in green weight due to 
the utilization of carbon dioxid had relatively small differences in the 
carbohydrate content of their tissues. It was also found that there were no 
marked differences in the number and weight of roots produced by coin 
seedlings receiving carbon dioxid as compared with others which did not 
receive it. The carbohydrate reserves of the seed especially of the low 
protein type were sufficient to enable the plants to produce root systems of 
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approximately the maximum size and weight characteristic for seedlings of 
these kinds. 


Effect of Conditions Influencing the Supply of Available Nitrogen and 
Carbohydrates Upon the Growth Response as to Thickness of 
Tissue, Lignification, etc. 


Microscopic examination of the tissues of the various types of seedlings 
has definitely indicated the effect of different amounts of carbohydrates on 
the development of strengthening tissues. Seedlings which synthesized an 
abundance of carbohydrates had thicker walled xylem vessels and ap- 
parently much more extensive lignification of bast fibers than seedlings 
erown under conditions which prevented access to extra carbon. Less 
difference of the effect of synthesizing or not synthesizing carbohydrates was 
noted in the case of low-protein corn seedlings than in those of high-protein 
types. This variation in response is undoubtedly related to the difference in 
the relative amounts of reserve carbon and nitrogen in the seeds. 

Concerning the direct effect of light on the development of strengthening 
tissues only an incomplete report can be made. The cells of low-protein 
corn seedlings used in other experiments and grown in darkness appeared to 
have about as much thickening of the walls as was found in similar seedlings 
grown in the light in the carbon-dioxid-free atmosphere. Seedlings of 
higher protein seeds grown in light and without carbon dioxid had slightly 
more thickening of walls than was found in similar seedlings grown in 
darkness. It seems possible that because of the apparently greater ability 
of these seedlings than of the low-protein types to synthesize carbohydrates 
in their early growth that some of the carbon dioxid given off in respiration 
may have been synthesized into compounds which were used in producing the 
slightly greater thickening of the cell walls. 


DISCUSSION 
Growth of Roots 
In table 6 it may be noted that soy bean and cow pea seedlings develop 


TABLE 6. Weight of Roots in Grams per Plant Produced by Seedlings Grown Without Extra 
Nitrogen, Some in Darkness, and Others in Light, With or Without Carbon Dioxid 
in the Atmosphere 


Darkness * Ligt i 

Normal Atmosplere ac ugin 
Flights protein cOtm tana. 45: cee ne 0.686 1.140 1.155 
LON IOMOISON CON ss coo cncdousnes 0.750 1.080 0.991 
New Eta:cow peas. 7... oycemtne 0.237 0.220 0.756 
IRIS GO? WEAN acoacnagnusuynves 0.172 0.183 0.640 
Red Rocky Ford muskmelon....... 0.040 0.089 0.349 
Mammoth Russian sunflower....... 0.105 0.157 0.462 


* The experiment for which these seedlings were grown was described in a previous 
publication (11). 
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TABLE 7. Lengths and Fresh Weights of Stems plus Hypocotyls Attained per Plant by 
Seedlings Grown Without Extra Nitrogen, Some in Darkness, and Others in Light, 
Wath or Without Carbon Dioxid in the Atmosphere 


Darkness * Light i 
Normal Atmosphere - COs +8, 
Length Weight Length Weight Length Weight 
cm. gms. cm. gms. cm, gms. 

High-protein COLL Gere reer. 36.0 0.774 Desa 0.529 28.6 0.792 
Low-protein corn.......... 29.2 0.715 20.2 0.494 aay 0.584 
New rarcow pear. .2sa0. Goi 0.699 10.9 0.344 16.4 0.731 
Peking soy bean........... 40.0 0.568 11.6 0.244 17.0 0.388 
Red Rocky Ford muskmelon. 14.0 0.201 3.4 0.058 4.0 0.133 
Mammoth Russian sunflower 27.2 0.855 12.3 0.393 18.1 0.818 


* A description of these seedlings and the experimental methods was given in a previous 
publication (11). 


practically the same weight of roots in darkness and in light in an atmosphere 
not supplied with carbon dioxid. Muskmelon and sunflower seedlings 
produce a greater weight of roots in the light but this may be partially 
accounted for by the fact that in the light they doubtless made use of some 
of the respired carbon dioxid. High- and low-protein corn seedlings 
developed considerably more roots in light than in darkness. The seedlings 
grown in darkness were exposed to a temperature approximately 4 degrees 
lower than that used for the seedlings grown in the light, which may be 
responsible to some extent for the observed differences in the amount of 
roots produced under the two conditions. Other lots of corn seedlings 
grown in darkness at higher temperatures than were used for the seedlings 
mentioned in table 6 had considerably larger root systems. There is also the 
possibility that light favored the utilization of carbohydrates in the growth 
of roots. To answer this question somewhat more definitely, it will be 
necessary to place seedlings in nutrient solutions containing a soluble form 
of carbohydrate such as glucose and to keep some of them in darkness and 
others in light in an atmosphere lacking carbon dioxid. In this way it may 
be possible to determine if light in itself affects the utilization of carbo- 
hydrates in the promotion of growth of roots. 

The question arises as to what types of non-nitrogenous carbon com- 
pounds favor rooting. It has been noted that certain seedlings such as cow 
pea and muskmelon store up large amounts of starch and reducing sub- 
stances, and that growth of roots is greatly fostered during the process of 
this accretion of carbohydrate materials. Other seedlings such as sunflower 
have their carbon reserves accumulate chiefly in the form of fats and during 
the time in which this accretion of material occurs, roots grow profusely. 
Since there is a conspicuous gain in growth of roots with the accumulation 
of carbon compounds in the form of fats as well as in the form of starch, the 
type of compound more directly concerned in the growth of roots must be a 
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simpler and a soluble type of compound common to both the starch- and 
fat-forming plants. During the process of carbohydrate or fat accumulation 
a disposition for rapid growth and initiation of roots is established. Chem- 
ical changes of importance in the growth of roots, other than the formation 
and accumulation of carbohydrates, must doubtless also occur at this time. 


Growth of Stems and Hypocotyls 


The measurements of lengths of stems and hypocotyls furnish a better 
picture of differences in type of growth under different external conditions 
than do the weights. This is partly because the stem tissues of seedlings 
synthesizing carbohydrates are more compact, are heavier walled, and 
contain more storage carbohydrates. A given length of stem of a seedling 
grown in the light in an atmosphere containing carbon dioxid tends to weigh 
more than that of a similar seedling grown in darkness. 

Growth of the stem and hypocotyl is favored by having an abundance of 
carbohydrates since stems and hypocotyls of seedlings synthesizing carbo- 
hydrates were longer and heavier than those of plants in which photo 
synthesis was restricted. Low-protein corn seedlings were an exception in 
this respect. Seedlings grown from seeds having a high nitrogen content 
have available less non-nitrogenous carbon compounds than are necessary 
to allow the greatest amount of growth from the reserve nitrogen. It is 
also shown and in agreement with results of Godlewski (3) that light in 
itself has an inhibiting action on the growth in length of hypocotyls and 
stems since seedlings grown in light in an atmosphere not supplied with 
carbon dioxid are shorter and weigh much less than those of seedlings grown 
in darkness. Godlewski’s experiments showed also that a greater amount 
of the total dry matter of the seedling grown in darkness went into the 
hypocotyl and stem than it did in the seedling grown in the light. 


Growth of the Leaves and Foliaceous Cotyledons 


The data presented in table 8 show that light influences the growth of 
leaves and foliaceous cotyledons in other ways than by the synthesis of 


TABLE 8. Weight in Grams of Foliaceous Tissue Produced per Plant by Seedlings Grown 
Without Extra Nitrogen, Some in Darkness, and Others in Light, With or Without 
Carbon Dioxid in the Atmosphere 


Darkness * i i 

Normal Rimicaphere CO. sure 
High=proteimicoinay mere ae enree 0.696 0.791 0.902 
Bow=pLoveimlconn sae nce 0.575 0.516 0.441 
New. iiral Cowsedne anemia arse 0.058 0.276 0.561 
Reking soya beanie nee ane 0.074 0.321 0.451 
Red Rocky Ford muskmelon....... 0.040 0.145 0.244 
Mammoth Russian sunflower....... 0.165 0.285 0.410 


* A description of these seedlings was given in a previous publication (11). 
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carbohydrates. Seedlings grown in the light under conditions which 
inhibited carbohydrate synthesis had larger leaves and cotyledons which 
also weighed more than those of seedlings grown in darkness. The only 
exception to this mode of behavior was that of the leaves of low-protein corn 
seedlings and in these the differences were not great. . 

The leaves and cotyledons of seedlings grown without nitrates from high- 
protein types of seeds are benefited by the synthesis of carbohydrates 
whereas those of the lower protein types are smaller and weigh less if carbon 
dioxid is supplied than if it is not furnished. Not only is there this difference 
in size and weight of leaves under the two conditions but the leaves are 
greener if the plants are not permitted to utilize additional carbon as carbon 
dioxid. Similar experiments with wheat seedlings grown from seeds of 
relatively low-nitrogen, high-carbohydrate content produced the same 
response as to size and greenness. The leaves and cotyledons of the high- 
protein types of seedlings grown also without nitrates tend to be greener in 
the early phases of growth if extra carbon is supplied. It might be expected, 
however, that if similar experiments were conducted with seedlings grown 
in a series having varying concentrations of carbon dioxid in the atmosphere, 
certain concentrations might lead to the synthesis of just enough additional 
carbohydrates so that these seedlings would have available the same amount 
of carbohydrate compounds in relation to the stored nitrogen that low- 
protein corn seedlings had as a natural endowment and that the growth 
responses of these seedlings would be somewhat like those of low-protein 
corn. More recent experiments with squash seedlings tend to give some 
support to this hypothesis. The present indications are that a very large or 
very small amount of available carbon in proportion to nitrogen produce 
internal conditions unfavorable to the development of a healthy green color 
and of relatively large size of leaves. 

Nightingale (7) reported an increase in greenness of leaves of tomato 
plants having a large amount of carbohydrate but low nitrogen reserves, on 
changing the plants from a 14-hour to 6-hour exposure to June sunlight. 
The factors involved in inducing the greater greenness of leaves in the short 
day may be related to those in the experiments described above. 


SUMMARY 


I. (a) Seedlings grown from seeds having a high carbohydrate but low 
nitrogen reserve have their growth increased more by the use of nitrates 
than they do by the use of carbon dioxid. 

(b) Seedlings grown from seeds having a relatively low carbohydrate but 
high nitrogen content have their growth increased more by the use of 
carbon dioxid than they do by the use of nitrates. 

(c) If light is not a limiting factor most types of seedlings grow most 
rapidly when supplied with both carbon dioxid and nitrates, especially during 
the later phases of seedling development. 
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2. The synthesis of carbohydrates by seedlings results in a relatively 
greater increase in growth of roots and stems, particularly of roots, than of 
leaves unless extra nitrogen is also given. 

3. The utilization of nitrates causes a relatively greater increase in 
growth of leaves and stems than of roots. 

4. Seedlings grown from seeds containing relatively large amounts of 
carbohydrates in proportion to nitrogen do not synthesize carbohydrates 
extensively unless extra nitrogen is furnished. These seedlings corre- 
spondingly do not increase the weight and size of their roots when grown in 
an atmosphere containing carbon dioxid as do the high-protein seedlings 
which synthesize carbohydrates abundantly. 

5. Seedlings grown from seeds containing relatively large amounts of 
nitrogen in proportion to carbohydrates do not have the capacity to utilize 
nitrates extensively unless carbon dioxid is also furnished. Correspondingly 
the effect of nitrates in stimulating the production of leaf tissue does not 
occur to so great an extent as in the case of seedlings grown from low- 
protein seeds. 

6. Seedlings grown without extra nitrogen accumulate reserve carbo- 
_hydrates more rapidly than those supplied with nitrates. 

7. Seedlings which synthesized an abundance of carbohydrates and 
especially those which accumulated large amounts of carbohydrates in the 
cells had thicker walled xylem vessels and greater amounts of lignification of 


bast fibers than seedlings grown under conditions which prevented access to 
extra carbon dioxid. 


8. It is shown that exposure to light during the normal length of days in 
May and June produces an inhibiting effect on the growth in length of the 
stem and hypocotyl but a stimulating effect on the growth of leaves and 
foliaceous cotyledons. 

g. Other investigators have stated that the synthesis of carbohydrates 
has no direct effect on the growth of leaves. The results of these seedling 
experiments have shown that the synthesis of relatively large amounts of 
carbohydrates has a growth-limiting and a chlorophyll-deficiency effect on 
leaves unless a supply of available nitrogen is maintained during the synthe- 
sizing process. 


These investigations were conducted at the Boyce Thompson Institute 
for Plant Research from 1924 to 1926. I wish to thank Dr. Ward B. Davis 
for making determinations of the carbon dioxid content of the atmosphere 
in the culture chambers; also the Department of Plant Genetics of the 
University of Illinois for supplying the seeds of high- and low-protein 
corn. 
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EXPLANATION OF PLATE LXVII 


Fic. 1. Peking soy bean seedling grown without nitrates and without carbon dioxid. 
Fic. 2. Peking soy bean seedling grown without nitrates and with carbon dioxid. 
Fic. 3. Peking soy bean seedling grown with nitrates and without carbon dioxid. 
Fic. 4. Peking soy bean seedling grown with nitrates and with carbon dioxid. 

Fic. 5. Mammoth Russian sunflower seedling grown without nitrates and without 


carbon dioxid. 

Fic. 6. Mammoth Russian sunflower seedling grown without nitrates and with 
carbon dioxid. 

Fic. 7. Mammoth Russian sunflower seedling grown with nitrates and without 
carbon dioxid, 

Fic. 8. Mammoth Russian sunflower seedling grown with nitrates and with carbon 
dioxid. 
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EFFECT OF VARIATIONS IN THE AMOUNTS OF AVAILABLE 
CARBON AND NITROGEN ON THE GROWTH OF 
WHEAT SEEDLINGS 


Mary E. Rerp 


A study is here reported of the development under different external 
conditions of wheat seé¢dlings from seeds having varying proportions of 
carbohydrates and nitrogen. 


EXPERIMENT I. APRIL 24—May 6, 1926 
Wheat seedlings grown from three different types of wheat were used: 


Weight, Total Amount of 


gms. Nitrogen, % Nitrogen, mgs. 
iMipeiurcy, IDrielkstocorn, ING IDs5 156 ac che coc- 2.94 Bexr 59.0 
iMiemeanaisy, IDenisty (Callhti.s 5 ono gon ccasoner 2.60 T.45 37.7 
iid Ohio, IWenvicy, (Czibhie. yo n6 oe ooG oe code 2.66 1.52 40.4 


The seeds were sterilized by immersion in a 0.25-percent solution of 
Uspulun for one hour, and were placed in germinators between layers of 
moist filter paper April 24 and were planted in sterilized quartz sand (No. 3) 
in 7-inch bulb pots April 26 (1). There were four cultures of each of three 
types of wheat. Two of each of the three sets of cultures were given the 
nutrient solution containing nitrates, and two of each set the solution 
lacking nitrates. The cultures were placed in the bell jar apparatus de- 
scribed in the preceding paper (2) and were sealed air tight with DekKho- 
tinsky cement. One of each of the pairs of cultures was given approximately 
0.4 percent carbon dioxid in the incoming air and the other was placed in a 
chamber receiving air lacking carbon dioxid. A reduced pressure equal to 
0.004 atmospheres was maintained for all of the cultures. Fresh nutrient 
solutions were given every third day and the moisture content of the sand 
was maintained during intervening times by the addition of freshly distilled 
water. The cultures were removed from the apparatus May 6 and were 
immediately placed in darkened moist chambers until the seedlings could be 
weighed and measured. The temperature and light conditions were both 
highly favorable for rapid growth. The days were all clear except two 
which were only partly cloudy. 

Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
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EXPERIMENT 2. May TO-22) T0926 

Although the Marquis wheats used in experiment I were of the same 
strain, it was considered desirable to study the effects of high- and low- 
protein contents of wheat which had been grown under similar environ- 
mental conditions. In this experiment hard and soft grains were selected 
from the Marquis wheat grown at Davis, California. The Marquis wheat 

from Dickinson, N. D., was also used. 


Weight of Total Amount of 
Grains, Nitrogen, Nitrogen, 
gms. % mgs. 


Marquis, Dickinson, N. D............... Zale Dea 50. 
Marquis, Davis, Calif. (Hard grains)... .. Dear Asitth 49. 
Marquis, Davis, Calif. (Soft grains)...... 2 1.45 3 


2 


I 
2.2 


Four cultures of each type of wheat were grown and the same conditions 
for growth were employed as in experiment 1. Due to the fact that the 
season was somewhat more advanced and the temperature was high, a 
canopy of cheesecloth was stretched across the greenhouse about thirty 
inches above the bell jars for four or five hours during the middle of the day 
on six of the ten days during which the seedlings were growing. The 
temperature and light conditions were, therefore, slightly different in 
experiments I and 2. 

DATA 


The results show that growth of the seedling is markedly influenced by 
changes in the external environment with respect to the available supply of 
carbon and nitrogen and also by differences in the amounts of nitrogen and 
carbohydrates stored within the seeds. The relative amount of reserve 
carbohydrates is of particular importance if the seedlings are grown under 
conditions which limit the synthesis of these substances from carbon dioxid 
and the relative amount of reserve nitrogen is likewise of particular im- 
portance if the seedlings are grown under conditions which limit or inhibit 
the intake of additional nitrogen. 

The utilization of carbon dioxid resulted in a greater total weight of green 
and dry tissue whether the seedlings were grown with or without additional 
nitrogen. If nitrates were not supplied, additional carbon dioxid favored 
the growth of roots much more than that of shoots and in most cases the 
roots of high-protein seedlings had their growth increased by carbon dioxid 
somewhat more than those of low-protein seedlings. The addition of 
nitrates to the carbon-dioxid-treated seedlings promoted the growth of 
shoots more than that of roots and the growth of shoots of low-protein 
seedlings considerably more than that of high-protein seedlings. 

The gréen weights of shoots and roots of experiment 1 are shown in table 
1 and those of experiment 2 in table 2. The high-protein Marquis wheat 
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seedlings grown without nitrates in experiment I produced 12.5 grams of 
shoots and 9.9 grams of roots with added carbon dioxid and 12.1 grams of 
shoots and 6.8 grams of roots without the addition of carbon dioxid. The 
low-protein Marquis wheat seedlings of the same experiment yielded 8.9 
grams of shoots and 9.6 grams of roots when additional carbon dioxid was 


TABLE 1. Wheat of High- and Low-protein Strains Grown With and Without Addition of 
Carbon Dioxid, and With and Without Nitrates, April 24-May 6, 1926 


Without Nitrates (88 Plants) 


Green Weights | Dry Weights Percentage of Ratio of 


Total COs in Air Dry Matter d 
Type of Wheat Nitrogen | Entering Green Weight 
in Seed % | Chamber of Shoots 
Shoots} Roots | Shoots} Roots | Shoots} Roots ea Roots 
Matquisss..)-- Pee 0.4% |12.47| 9.90} 1.51 | 0.85 | 12.2 Out 1.26 
WIEREG TING, so acccl) 25e7 none T2070 |e 6:52) 200 | Owes TO: 4\Nao.4: eT 
Mandiuises. a. 1.45 0.4% 8190) OLGA yi OLO 2 EO LO Ons 0.92 
Marquis....... 1.45 none CHO | Galea Gigene | Coney) || sete: 8.7 12S 
Dittie Clube wee 1.52 0.4% Oakey MO | aaylin || too | ans 8.5 0.86 
Little Clube ony 152 sakorakey | amonteyal| Shen? |) akene | Coweye If arieay || Shc) 1.24 
With Nitrates 
Narguismere et Day 0.4% |16.42)11.48] 1.74 | 0.86 | 10.6 | 7.6 1.43 
Marc Wisaemrert 2.37 none TU.63)| 0:97] ato KO. 5 4m elOse ate ad 1.66 
Marquis....... 1.45 0.4% | 16.96] 12.67] I.90 | 1.00 | 11.2 | 7.9 ring 
Marquis....... 1.45 none 8.36 |) 7-04.]/10.04, | 053) |) Lis) |) 720 1.18 
Wrtclev@lub eee | L-52 0.4% | 16.80] 12.82] 1.84 | 0.98 | 10.5°| 7.7 inet 
Teittle:@lubeee 1.52 none 6830) 7-50] 0.83. | 0.47 |} 10.0) | 96:3 1.12 


TABLE 2. Marquis Wheat of High- and Low-protein Sirains Grown With and Without 
Addition of Carbon Dioxid, and With and Without Nitrates, May 10-22, 1926 


Without Nitrates (75 Plants) 


Total + as. | Green Weights | Dry Weights Percentage of | Ratio of 
Type of Wheat | Nitrogen fieeeiag, eae Bigg Weights of 
At Seed Chamber Shioote ts 
40 Shoots | Roots | Shoots} Roots | Shoots] Roots Roots 
Dickinson, N.D..} 2.37 0.4% 9.64} 7.08 | 1.30 | 0.48 | 13.6 6.8 
Dickinson, N.D..| 2.37 none 7.83) P4cO Deore Gas ce 8.3 nae 
Davis, Calif. 22s] 2-11 0.4% OWA 25) || 12> || CxS |] eS 8.7 1.34 
Davis, Calin) mneets none Qe2 5532 00 OL Or sal alteo 9.1 173 
Davis, Calif.....] 1.45 0.4% Mees || GAS || ieee) || yz || Wei 9.5 0.98 
Davis @alite 1 | ele > none (OLO|) Soucek leurs) || Ogi |] seme) || eyo) io 5 


ee | eee eee ee | 
With Nitrates 


=~  —.. | €. a= el one ibuinu| SGln G°NGLI—Gn |lnLE Gn ln = re 


Dickinson, N. D.. 


icki Drei 0.4% | 14.02} 8.40 | 1.64 | 0.6 ; 
Dickinson, N.D..| 2.37 none 11.80 Bon ae mens oa oe ee 
Davis, Calif... 77" | 2.11 OAYG 9) 15:20 |-9:12 | 1.71) O.7 550013 8.3 1.66 
Davis, Calif.....| 2.11 none | 12,11 | 6.00 | 1.07 | 6.45 || 8.09 7.6 2.02 
Davis, Calif.....] 1.45 0.4% |12.99| 8.60 | 1.55 | 0.71 | 12.0 8.2 1.51 
Davicn@aliteanet 1.45 none | 10.50] 4.98 | 0.96 | 0.38 9.2 7.8 2.10 
St tt 
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given and 9.1 grams of shoots and 7-4 grams of roots when carbon dioxid 
was withheld. The data presented in tables 1 and 2 have been summarized 
in table 5 which shows the percentage gain or loss over the checks due to the 
addition of carbon dioxid. In column 6 of this table it may be noted that the 
increases in green weights of roots of unnitrated seedlings resulting from the 
use of carbon dioxid varied from 28 percent with a low-protein wheat to 76 
percent with a high-protein wheat. In two of the three lots of seedlings 
grown from low-protein grains there was a slight decrease in the green weight 
of the shoots. In column 5 of table 5 the effect of added carbon dioxid upon 
the growth of shoots may be observed. The slight decreases in green 
weights of shoots of the unnitrated seedlings furnished with carbon dioxid as 
compared to those not given carbon dioxid would not be considered signifi- 
cant were it not for the fact that there were conspicuous differences in the 
appearance of the shoots of the two sets of seedlings, the shoots of the 
seedlings not receiving carbon dioxid being longer. The leaf blades of the 
high-protein Marquis wheat seedlings of experiment 1, grown without added 
carbon dioxid, had an average length of 15.9 cm. whereas those of similar 
seedlings which received carbon dioxid had an average length of 13.3 cm. 
Leaf blades of low-protein seedlings of the same variety and strain averaged 
10.8 cm. in length when grown without added carbon dioxid and 10.2 cm. 
when extra carbon dioxid was given. With the exception of one set of low- 
protein seedlings, similar differences in length of leaf blades with carbon 
dioxid added or withheld were found in experiment 2. In all cases the 
differences in length between leaf blades of high-protein seedlings grown 
with and without added carbon dioxid were greater than those of corre- 
sponding low-protein seedlings. The roots of unnitrated seedlings receiving 
carbon dioxid, especially those of the high-protein types, were heavier, 
somewhat longer, and considerably more branched than those of seedlings 
not supplied with carbon dioxid. With a greater amount of stored nitrogen 
in the wheat grains, there were greater differences in growth of both shoots 
and roots due to the addition of carbon dioxid to the atmosphere. 

The relative sizes of shoots and roots and the general appearance of the 
plants may be observed in the illustrations of Plate LXIX. The unnitrated 
high-protein Marquis wheat seedlings grown without carbon dioxid are 
shown in figure I and those given carbon dioxid in figure 2._ The similarly 
treated low-protein seedlings of the same strain are shown in figures 5 and 6. 

Extra nitrogen supplied in the form of nitrates had a somewhat different 
influence on growth from that of additional carbon supplied as carbon 
dioxid. The high-protein Marquis wheat seedlings of experiment 1 (table 1) 
produced 12.5 grams of shoots and 9.9 grams of roots when grown without 
nitrates and 16.4 grams of shoots and 11.5 grams of roots when nitrates were 
furnished. The low-protein seedlings of the same strain produced 8.9 
grams of shoots and 9.6 grams of roots when grown without nitrates and 17 
grams of shoots and 12.7 grams of roots with nitrates supplied. Table 6 
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gives the percentage gain or loss over the checks due to the addition of 
nitrates. In columns 3 and 4 are shown the percentage differences in green 
weights of seedlings receiving carbon dioxid and nitrates in comparison to 
similar seedlings grown without nitrates. Shoots of low-protein seedlings 
of the two experiments gained 75, 90, and 79 percent and the roots 13, 31, and 
18 percent, respectively. Seedlings of the high-protein strains did not 
benefit as much as those of the low-protein strains from the utilization of 
nitrates. Shoots of different lots of high-protein seedlings gained 45, 56, and 
32 percent and the roots 19, 26, and 16 percent, respectively. Seedlings 
receiving nitrates had longer shoots but tended to have shorter roots than 
those not given nitrates. The most outstanding feature in the response of 
the carbon-dioxid-treated seedlings to nitrates is that the growth of shoots is 
favored much more than that of roots and the increase due to nitrates in the 
growth of shoots of low-protein seedlings is much greater than that of high- 
protein seedlings. The differences in appearance of the carbon-dioxid- 
treated seedlings grown with and without nitrates may be observed from the 
illustrations in Plate LXIX. Figures 2 and 4 show the high-protein seed- 
lings and figures 6 and 8 the low-protein seedlings. 

The use of nitrates without additional carbon dioxid resulted in the 
production of longer shoots but shorter roots than when nitrates were not 
used. Although longer leaves were produced with nitrates than without, 
the green weights of shoots were not increased in all cases. Somewhat 
different results with the use of nitrates but no extra carbon dioxid were 
obtained in experiments I and 2. In experiment 1, the dry weights of the 
low-protein seedlings receiving nitrates but no carbon dioxid were less than 
those of corresponding seedlings not furnished nitrates, indicating that the 
presence of nitrates may have stimulated the respiratory processes with the 
resulting loss of more of the dry matter (3). Table 1, columns 6 and 7, 
gives the dry weights of shoots and roots of seedlings receiving and not 
receiving nitrates and grown under conditions which restricted the synthesis 
of additional carbon dioxid. In experiment 2 in which the light was slightly 
less intense an apparent stimulation of respiration due to the presence of 
nitrates was not observable. 


SIZES OF SEEDLINGS IN RELATION TO KIND AND AMOUNT OF Foop RESERVES 


Although the low-protein seedlings grown without extra nitrogen were 
smaller than those of high-protein seedlings, per unit of reserve nitrogen the 
seedlings of low-protein grains yielded greater weights of both shoots and 
roots. This response may be related to the greater amounts of reserve 
carbohydrates in proportion to nitrogen in the low-protein grains. The 
flinty grains of the high-protein Marquis wheat from Davis, California, 
which were used in experiment 2 contained 49 milligrams of nitrogen and the 
starchy low-protein grains from the same location and the same strain of 
wheat contained 32 milligrams of nitrogen. Although the starch or total 
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carbon content of these grains has not been determined quantitatively, 
microchemical examination indicated that the low-protein grains had a 
higher starch content. Per unit of reserve nitrogen, the low-protein starchy 
wheats contained much more starch. 


NITROGEN CONTENT OF TISSUES OF SEEDLINGS 


Analyses of the nitrogen content of the roots and shoots of each set of 
seedlings were made and the results are given in tables 3and 4. Thesame 


TABLE 3. Effect of COz in the Atmosphere U. pon the Capacity of Shoots and Roots to Utilize 
Nitrogen. April 24-May 6, 1926 


Percentage of 
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1.94 1.46 

ibreleGlicley ayes one 6 1.52 none 29.1 my 2.54 1.76 qe | 2Sx7 
Dl m7 
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3-09 | 1.99 

rtelenCliuioiisy ei ee 52 none 45.2 OP | Seal | sey || ysin | GiSet6) 
5-37 | 1.97 


* Dickinson, N. D. 
t Davis, Calif. 


tables show the percentage of the total nitrogen of the plant found in the 
shoots and roots under the different environmental conditions. A higher 
percentage of nitrogen and also a greater amount of the total nitrogen of the 
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plant was found in the shoots of plants grown without additional carbon 
dioxid than in those to which carbon dioxid was given. The high-protein 
Marquis wheat seedlings of experiment 2 had 3 percent of nitrogen in the 
shoots and 2.1 percent in the roots with carbon dioxid supplied, and 5.1 


TABLE 4. Effect of CO2 in the Atmosphere Upon the Capacity of Shoots and Roots to Utilize 
Nitrogen. May 10-22, 1926 


Percentage of 
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Total Nitrogen 


Total ‘ ._ | from 75 Seedlings . Total Nitrogen in: 
Seeds of Marquis Nitrogen fa eee Weight 
Wheat Raised at: in Sly Chamber 
poe Bee Shoots | Roots | Shoots | Roots 
Without Nitrates 
Dickinson, N. De... PART) 0.4% 40.0 14.0 3.09 2.07 74.1 25.9 
3.04. | 2.06 
Dickinson, N. D...... Dog none 42.3 Hos || Feokt || Qgior|) iva 15.6 
Sian hy) Ae 
Deni, Chilis ys doncee Din 0.4% 36.8 12265 |) 31009))| £2.00 js || Dax 
3.03 1.98 
Davis Ga lity wei ey Pru none 40.8 flere \| soy | ake | eyige || aus) 
: 4.01 1.79 
[Deanisy (Calli coo.c6 108 ¢ 1.45 0.4% 26.1 Lied) e2skO eles on | enOOey en esOss, 
, 2-21 | le53 
Davisp Caliiie-vre ore 1.45 none 25.6 Soy) Sheth || wee) || ee fj ase 
ae || eee 
With Nitrates 
Dy Plotasorm, IN, IDye cao c I 0.4% Rice || Wyo || aon |i ees || Gees |) Bay 
ne 4.09 | 3.61 
Dickinson, Na Di. 4. RT none 64.6 | 12.7 | 5.904 | 3.29] 83.5 | 16.5 
2 : 5.84 | 3.15 
IDE RAE, (Cains cocaenae Psi 0.4% 69.5 [20.2 |) 4.02 | 2.68 | 77.5 | 32.5 
; q Amr 12°70. 
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percent in the shoots and 2.3 percent in the roots with no additional carbon 
dioxid. The nitrated seedlings had a higher nitrogen content than those 
not supplied with nitrates. The high-protein Marquis seedlings given 
nitrates had 4.1 percent nitrogen in the shoots and 3.4 percent in the roots 
with carbon dioxid furnished, and 5.9 percent in the shoots and 3.2 percent 
in the roots with no additional carbon dioxid supplied. 

The seedlings of high-protein strains had greater differences in the 
distribution of the nitrogen in the plant as affected by carbon dioxid than 
those of low-protein strains. In experiment 2, the results of which are given 
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in table 4, the high-protein Marquis wheat seedlings grown from the Davis, 
California, wheat had 74.5 percent of the total nitrogen in the shoots and 25.5 
percent in the roots when grown with carbon dioxid in the atmosphere and 


TABLE 5. Percentage Difference in Green Weight With Carbon Dioxid Added Over Paired 
Check Without It 


Nitrates Added Nitrates not Added 
Class of Seeds Date of Experiment 

Shoots Roots Shoots Roots 

High-protein......... April 24—May 6 =p HULA | SEO || se aoa || se viG.tr 
May 10-22 +2 Uke || se @e.G || se 2a. + 76.5 
; May 10-22 se ASS || Se G20 i) ae Ful | 45 oe 
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April 24—May 6 =+|- 100.2) +> 70.0 |) — 11-0 || = 28:3 
May 10-22 Se eu || ap ve |) se Oe) |) se neies 


84 percent in the shoots and 16 percent in the roots when grown without 
carbon dioxid. The low-protein Marquis wheat seedlings of the same strain 
had 69.5 percent of the total nitrogen in the shoots and 30.5 percent in the 
roots when grown with carbon dioxid, and 76 percent in the shoots and 24 
percent in the roots when grown without carbon dioxid. A similar influence 


TABLE 6. Percentage Difference in Green Weight With Nitrates Added Over Paired Check 
With Nitrates not Added 


With Extra CO2 Without Extra COz 
Class of Seeds Date of Experiment 

Shoots Roots Shoots Roots 

High-protein......... April 24—May 6 SE cun(s | ctstoyey || = 29 || 2 2) 
May 10-22 +45.4 | +18.6 | + 50.7 | + 28.2 

May 10-22 + 56.4 | +25.8 | + 30.9 | + 12.8 

Low-protein........- April 24—May 6 + 090.5 | +31.4 | — 7.6 | — 5.1 
April 24—May 6 + 709.0 | 4-07.90 | —20.4 || — 11.4 

May 10-22 + 74.6 | + 13.1 + 50.9 — 3.1 


of carbon dioxid on the distribution of nitrogen in the seedlings was also 
found in the seedlings which received nitrates. The results given in tables 
3 and 4 also show the effect of composition of the seed upon the allocation of 
nitrogen in the seedling. Unnitrated seedlings grown from the low-protein, 
high-carbohydrate seeds have relatively more of their reserve nitrogen in the 
roots and less in the shoots than seedlings grown from the higher protein 


seeds. 
‘ GREENNESS OF LEAVES 


Definitely noticeable differences in greenness of leaves developed under 
the various conditions for growth. For any given set of external conditions 
the seedling leaves of high-protein strains were greener than those of low- 
protein strains. It was also true that the higher the protein content of the 
wheat grains the greener the seedling leaves. For example, the leaves of the 
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very low-protein Marquis wheat seedlings grown from seed produced at 
Davis, California were less green than those of seedlings grown from the 
high-protein grains selected from the same sample of a relatively pure line 
wheat. The greenness of the leaves was also affected by the external 
environment. The higher the nitrogen in relation to available carbohy- 
drates the greener the leaves. The following series indicates in decreasing 
order the greenness of leaves under different external conditions of carbon 
and nitrogen supply: 


—.CO, ++ N > — CO, — N > + CO;- N > 4+ CO, IN 


Unnitrated seedlings not receiving carbon dioxid had greener and also 
longer leaves than those that received carbon dioxid. The nitrated seedlings 
which were not given carbon dioxid also had greener leaves than those of 
seedlings supplied with carbon dioxid. The same differences in greenness of 
leaves under the varying conditions of carbohydrate and nitrogen supply 
were found in experiments I and 2. Seedlings of Illinois low-protein corn 
described in the previous paper, when grown without extra nitrogen were 
greener and longer, and there tended to be more visible leaves produced per 
plant if the seedlings were grown without carbon dioxid than if it were 
furnished. 

SUMMARY 

This investigation is along the same line as previous studies regarding the 
influence of the carbohydrate and nitrogenous storage reserves in the seed 
upon the subsequent development of the seedling and especially as to the 
proportion of shoots and roots produced. Wheat seeds of high and low 
protein content were grown in pulverized quartz under four sets of external 
conditions: 


(1) Without additional carbon dioxid and without nitrates; 
(2) With additional carbon dioxid and without nitrates; 
(3) Without additional carbon dioxid and with nitrates; 
(4) With additional carbon dioxid and with nitrates. 


It was found that the weight of roots produced as compared with the 
weight of shoots depended not only upon the carbohydrate and nitrogenous 
reserves within the seeds but also upon the carbon dioxid content of the air. 
Seedlings of high-protein grains grown on their own nitrogen reserves had 
their total growth increased more by carbon dioxid than those of low- 
protein grains and the roots increased relatively more than the shoots. 
Both high- and low-protein seedlings grown without nitrates produced 
smaller tops and the leaves were less green when carbon dioxid was furnished 
than when it was withheld. 

Whether or not a seedling responded to the addition of nitrates to the 
soil solution depended upon the relative amounts of carbohydrate and 
nitrogenous reserves in the seeds and the availability of carbon dioxid in the 
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external atmosphere. Seedlings of low-protein seeds grown in an atmos- 
phere containing carbon dioxid had their total growth increased with the 
utilization of nitrates more than that of high-protein seeds and the shoots 
were increased relatively more than the roots. 

The most significant facts which appear are that addition of carbon 
dioxid causes an increased growth of roots, especially of high-protein seed- 
lings, while the addition of nitrates, also, causes an increased growth of tops, 
and of low-protein seedlings more than of high-protein seedlings. 


These investigations were conducted at Boyce Thompson Institute for 
Plant Research in 1926. I wish to thank the Cereals Division of the Bureau 
of Plant Industry, U.S. D. A., for supplying the wheat seeds. 


Boyce THompson INSTITUTE FOR PLANT RESEARCH, INC., 
YONKERS, NEw YorkK 
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EXPLANATION OF PLATE LXIx 


Fic. 1. High-protein Marquis wheat grown without carbon dioxid and without 
nitrates. 

Fic. 2. High-protein Marquis wheat grown with carbon dioxid and without nitrates. 

Fic. 3. High-protein Marquis wheat grown without carbon dioxid and with nitrates. 

Fic. 4. High-protein Marquis wheat grown with carbon dioxid and with nitrates. 

Fic. 5. Low-protein Marquis wheat grown without carbon dioxid and without 
nitrates, 

Fic. 6. Low-protein Marquis wheat grown with carbon dioxid and without nitrates. 

Fic. 7. Low-protein Marquis wheat grown without carbon dioxid and with nitrates. 

Fic. 8. Low-protein Marquis wheat grown with carbon dioxid and with nitrates. 
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PRIMARY DORMANCY, AFTER-RIPENING, AND THE DE- 
VELOPMENT OF SECONDARY DORMANCY IN 
EMBRYOS OF AMBROSIA TRIFIDA 


W. E. DAvis 


INTRODUCTION 


The fruits of Ambrosia trifida are dormant at maturity. The dormancy 
is in the embryo since germination does not take place even when the 
embryos are freed from all enveloping structures. An after-ripening process 
must precede germination, but even when the seeds are after-ripened 
their germination, especially at high temperatures, may be considerably 
delayed or prevented altogether due to the fruit and seed coats. Failing 
to germinate under such conditions the embryos develop a second dormant 
condition more pronounced than the initial or primary dormancy. 

Since after-ripening, germination, the development of secondary dor- 
mancy, and possibly the primary dormancy of the embryo during its period 
of growth and maturity on the plant are more or less influenced by these 
membranes, a brief description of the embryo with its accompanying 
structures will be given at this place. 


STRUCTURE OF THE FRUITS 


The seed-bearing structure is a fruit (text fig. 1 A), the outer part of 
which consists of a thick-walled involucre. Beneath the involucre is the 
ovary, the style of which protrudes through an opening at the top of the 
involucre. The walls of the ovary are distinct from the involucre. Within 
the ovary and readily separating from it is the seed (text fig. 1 B). The 
seed consists of the embryo encased by a delicate membrane usually two 
layers of cells in thickness, the outer of which consists of dead cells with 
striated thickenings in the walls together with fragments of disintegrated 
cell walls constituting the remnants of the integuments. The seed coat 
contains numerous vascular bundles (text fig. 1 B). The inner layer of 
cells in direct contact with the embryo is of nucellar origin. It is made up 
of living cells with moderately thick cell walls. The entire membrane 
(text fig. 1 D) may be separated from the embryo (text fig. 1 C) by pressing 
the soaked seed between the thumb and finger. With less soaking the 
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outer layer of non-living cells separates readily from the living layer leaving 
the embryo with only the nucellar layer intact. 

As these membranes (involucre, ovary wall, and seed coats) may each 
be removed without interfering with the structures beneath, their combined 
as well as their individual effect upon after-ripening, germination, and 
development of secondary dormancy in the embryo may be studied. 


WA 


\ 


y 
d 


Bf 


y, 


RS 


A 


A B C D 
Text Fic. 1. A, the fruit; B, the seed; C, the embryo; D, section of the 
two-layered seed coat. 


In this paper three structures are considered, as shown in text figure I: 
(A) the fruit, (B) the seed obtained by the removal of involucre and ovary, 
and (C) the naked embryo. Dormant embryos in all cases have been after- 
ripened within the fruits or within the seed. Secondary dormancy of the 


embryo was usually induced within the fruit and seed coats, but also within 
the seed coats alone. 


PRIMARY OR INITIAL DORMANCY 


Although all embryos are dormant at maturity, the dormancy is not 
equally deep seated in all, since in dry storage it may disappear early from 
some and late or never completely from others. The degree of dormancy 
of different crops varies as indicated by results reported later. 

Again the dormancy is not equally pronounced in all parts of the embryo 
itself but is especially characteristic of the hypocotyl as has been found true 
of most dormant embryos, such as Crataegus and others (1, 2, 3). When 
the naked dormant embryos are placed under germinating conditions, the 
hypocotyls fail to elongate and no roots are produced. The cotyledons, 
especially those in contact with the wet medium, frequently enlarge to 
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several times their original size and in the light become intensely green, 
while those not in direct contact with the medium remain colorless and 
of the original size. The plumule also frequently grows while the hypocotyl 
remains dormant. Text figure 2 shows these characteristic behaviors of 
the embryos upon moist cotton in petri dishes. 


Text Fic. 2. Dormant embryos after a period in a germinator, showing growth of 
cotyledons and of some epicotyls in contact with moist substratum, and no growth of 
hypocotyls or of cotyledons not in contact with moist substratum. 


It does not seem likely that these differences in degree of dormancy 
especially in embryos of the same crop can be attributed entirely to con- 
ditions that obtain during storage, for while the accessibility of oxygen 
due to differences in permeability of enveloping membranes may not have 
been the same to all embryos, the temperature and the moisture content 
during dry storage were the same. 

The primary dormancy universally present in embryos at maturity 
has its origin during the development of the embryo while in contact with 
the mother plant. Since no attempt was made to store the fruits of different 
crops under the same conditions any differences in their relative dormancy 
after similar periods of storage may have been due in part to slight 
differences in temperature and moisture content during storage as well as 
to possible differences in permeability of enveloping membranes during 
development on the plant for the different years. 
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AFTER-RIPENING IN Dry STORAGE 


After-ripening or the disappearance of dormancy in embryos of fruits 
in dry storage, as indicated by germination, takes place slowly and very 
unequally in different embryos. In some, after-ripening may take place 
within a few months while in others the dormancy may still be present 
after one or more years. Excised embryos of fruits collected in 1918 when 
placed under germinating conditions, March 1919, gave five percent germi- 
nation; in May, 36 percent, and in July, 40 percent. Excised embryos of 
fruits collected in I919 gave 75 percent germination in October 1920. 
Embryos of fruits collected in 1924 gave 80 percent germination September 
1926. Excised embryos of fruits collected in 1926 gave 40 percent germi- 
nation August 1927. Embryos of fruits collected in 1927 gave no germi- 
nation May 1928, while embryos of fruits collected in 1928 gave 40 percent 
germination July 1929. Naked embryos were used in all germination tests 
in order to determine whether the failure to germinate was due to the 
membranes surrounding the embryos or to a dormant condition of the 
embryos themselves. The germination tests were made at temperatures 
ranging between 27° and 209° C. 


AFTER-RIPENING IN Low TEMPERATURE GERMINATOR 


While after-ripening may gradually go on in the embryos in dry storage, 
it may be brought about much more quickly and uniformly when the 
fruits or seeds are placed upon a wet medium such as moist cotton at a 
temperature of from 5° to 10° C. The optimum temperature for after- 
ripening at low temperature is near 5° C. and requires, for freshly harvested 
fruits, from 70 to 90 days. Embryos of fruits after-ripened in the cold 
germinated also with greater energy than embryos of fruits after-ripened 
in dry storage. 

Whether the after-ripening takes place in dry storage or at low tempera- 
ture the process is evidently the same, since fruits that have been in dry 
storage for some time do not require as long a period to after-ripen in the 
cold as do recently harvested fruits. Fruits taken from dry storage and 
placed upon moist cotton in petri dishes at low temperature in March 
required less than two months to after-ripen while still later in the season 
one month was frequently found sufficient for the complete after-ripening 
of all fruits. Embryos of fruits that had been after-ripened in dry storage 
and subsequently given an additional period in the cold, germinated with 
greater energy than those taken directly from dry storage. Many of the 
intact fruits after-ripened at low temperatures, germinated overnight, and 
the hypocotyls of naked embryos often attained a length of from one to 


two centimeters within 24 hours after they had been removed from the 
fruits and placed under germinating conditions. 
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RELATION BETWEEN TEMPERATURE AND MOISTURE CONTENT 
IN AFTER-RIPENING 


Embryos of fruits kept on moist cotton in petri dishes at a tempera- 
ture varying from 23 to 25 degrees from November until July gave no 
germination at any time during that period. When the fruits were removed 
from these temperatures and placed in the cold, they required fully as long 
a period in the cold for the embryos to after-ripen as those of recently 
harvested fruits. The fruits that had been in a high temperature germi- 
nator since harvest were placed in a cold germinator July 7 and on September 
26, when a portion of the fruits was removed from the cold, the naked 
embryos gave 70 percent germination. The remaining fruits were left in 
the cold until November when all embryos were found fully after-ripened, 
giving 100 percent germination within forty-eight hours. The after-ripening 
of the embryos in these fruits did not take place as uniformly as that of 
recently harvested fruits when placed in the cold germinator. 

Fruits of ragweed were planted in pots in a greenhouse October 24, 
1927. No germination had occurred up to May 5 when the fruits were 
removed from the soil. All membranes were then removed from around 
the embryos and the naked embryos were placed upon moist cotton at 
28° C. to germinate. None of the embryos germinated. There had been 
no perceptible after-ripening of the embryos during the 194 days the fruits 
had remained in the soil at the temperature of the greenhouse. 

In a previous year fruits planted in two pots A and B in the greenhouse 
October 30 gave 18 and 28 percent germination, respectively, by March Wks 
This difference in response to soil conditions may possibly be accounted 
for in that the embryos of the 1927 crop were more dormant than those of 
the previous year, or to a condition of the embryos when the fruits were 
planted, or even to the temperature of the greenhouse. 

While there is an optimum temperature (5° C.) for after-ripening in 
the cold when the fruits or seeds are in a saturated condition, there appears 
also to be a close relation between the temperature and moisture content 
during after-ripening in dry storage. Excised embryos of fruits harvested 
and placed over concentrated sulfuric acid in November 1926 gave no 
germination at any time up to August of the following year. 

In April 1927 after embryos of fruits in storage had begun to after- 
ripen, some of these air-dried fruits were placed in a closed vessel and 
transferred to a refrigerator at about 10° C. The embryos of these fruits 
after three months did not germinate as well as the embryos of the fruits 
left in storage in the laboratory. Embryos of fruits stored at the same time 
and at the same temperature in a container in which was placed a vial 
containing a few drops of water in order to raise slightly the moisture 
content of the embryos within the fruits, after-ripened more rapidly than 
the embryos of air-dried fruits stored in the laboratory. 
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The percentage germination of naked embryos of fruits subjected to the 
various treatments were: fruits stored over sulfuric acid, 0 percent; 
fruits stored in laboratory, 40 percent; fruits stored in closed vessel in 
refrigerator, 25 percent; fruits stored in refrigerator with moisture content 
slightly above that of air-dried fruits in the laboratory, 52 percent. 

There is evidently not only a minimum moisture content below which 
after-ripening may not take place at all or only very slowly, but there is 
also a close relation between the moisture content of the embryo and the 
temperature employed. At low temperatures after-ripening takes place 
most rapidly when the water content is high or when the embryos are fully 
saturated. At high temperatures the after-ripening of embryos in air- 
dried fruits takes place slowly, while in fully saturated fruits it does not 
take place at all. At both low temperatures and high temperatures, 
the moisture content of embryos determines whether after-ripening will 
take place and also something of the rate at which it will take place. The 
process of after-ripening under any conditions requires a low respiratory 
intensity. At high temperatures and high moisture content the processes 
involved in after-ripening are apparently counteracted by those involved in 
respiration. 


THE NECESSITY OF OXYGEN FOR AFTER-RIPENING 

Whatever the changes may be that take place in after-ripening, a supply 
of oxygen to the embryo seems necessary to initiate and complete the 
changes. Air-dried fruits, the soaked embryos of which gave about 40 
percent germination, were sealed in jars from which the oxygen was absorbed 
by potassium pyrogallate. Along with these as controls, fruits were sealed 
in other jars from which the oxygen was not absorbed. After one month 
at low temperature, the embryos of fruits taken from jars without oxygen 
gave no greater percentage germination than the embryos of similar fruits 
taken from dry storage at the time the experiment was started, while the 
embryos of fruits taken from jars with normal oxygen pressure at the 
beginning of the experiment, gave a much higher percentage germination. 

In order to test further the oxygen requirement for after-ripening, petri 
dishes were prepared with layers of moist cotton. A solution of agar was 
poured over this layer of cotton and when sufficiently cooled fruits and 
seeds were arranged upon the agar. 

A thin coating of agar was then spread over the fruits and seeds in the 
several dishes, after which they were placed at low temperature. Along 
with these were other dishes containing fruits upon moist cotton only. 
The seeds with a very thin coating of agar after-ripened almost as readily 
as the fruits upon the moist cotton alone, while the fruits covered with a 
thicker layer of agar after-ripened much more slowly. For example, the 
naked embryos of fruits covered with a thicker layer of agar after three 
months at low temperature gave only 70 percent germination while the 
embryos of fruits upon moist cotton gave 100 pe1_-ent germination. 
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CHANGES IN ACIDITY AND CATALASE ACTIVITY DURING AFTER-RIPENING 


In a study of the after-ripening of seeds of Crataegus, Eckerson (3) 
found an increase both in acidity and in catalase activity. 

During the after-ripening of embryos in fruits of Ambrosia at low 
temperature there was also a slight increase in acidity, probably due to 
hydrolysis of oils, together with a considerable rise in catalase, but it is 
doubtful whether either has any special significance in the process of after- 
ripening. Dormant embryos of fruits kept at high temperature in a 
saturated condition three months had an acidity slightly higher than that 
of air-dried seeds. Whether at low temperature or high temperature, the 
rise in acidity appears to be simply the result of metabolism in the embryo. 

The rise in catalase, while an excellent index of after-ripening in the cold, 
seems also to have no special significance in the process of after-ripening, 
being a resuit and in no sense causal. Embryos of fruits in which there 
was a large percentage of embryos after-ripened in dry storage possessed 
no higher catalase content than the original dormant embryos. During 
the period of after-ripening in the cold there was always a considerable rise 
in the catalase content of embryos over that of air-dried ones. The average 
catalase content per embryo based upon a large number of both air-dried 
and after-ripened medium-sized embryos is indicated by the following data: 
the average cc. of O2 released per dry intact seed was 7.2 and for after- 
ripened seed 11.6. 

The catalase content of individual air-dried seeds of approximately the 
same weight may differ, as shown in table 1. This is also true of seeds after- 
ripened in the cold, as shown in table 2. 


TABLE 1. Catalase Content of Individual Embryos from Air-dried Fruits 


Wt. in grams of Individual Cc. of O2 Released Ce. of Oz Released 
Embryos, Membranes Removed after 5 Minutes Based upon. gram 

Sop GME A os os cate Spe AR ORE NPN So 39.5 

POL OO nee eins sar eye ey ace ae eS 34.3 

SOSA he Seen Ooo citar ts CC VA, RS eee CUO) 31.8 

BOT2 2 eg ee a” cic rahe sp eae oO) 47.9 

AEP cssepe exes Breasts Ne wiser es SEOs eNO) 40.3 

LOTS Of pega vedo irce, cpted ta cue eh evens oi  OFS 43-3 

ZOU 34 ho: ease ese Wetec ie ona, Sa Sate, FeO 43.2 

Ol SOmetat eel ae tinge or, qawarmbre O03 40.3 

ROS O Gree eee tert Shee ian 55 36.6 

LOD GA trent Megan ate (Pas wah oi feitel¢e onl sus’ 3125 0 AO) 38.3 

LGW SOUMGY ooh sb ohos baum onee db on ek 5.7 39.5 


The embryos of fruits in table 2 were after-ripened in an ordinary 
refrigerator in which there was considerable fluctuation in temperature 
during the period of after-ripening. On this account the catalase content 
of the embryos may be higher than when after-ripened at a lower constant 


temperature. 
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TABLE 2. Catalase Content of Individual Embryos Fully After-ripened in a Low-temperatur 
Germinator. Taken from the Same Lot of Air-dried Fruits as Employed in Table 1 


TODAS see ae walter 5 Mees” eee ee 
LOLSO ate ee eo cheer ee OZO) 66.6 
Roni enta dt arcicmcuuree dn seas Sigs 69.6 
AUVOL ee Gis (etme oes as LOHO 71.4 
ACV Pas mons ue oF omos muna se Hels 58.3 
FOUS2 5 ae eve emda ements es ae Se O. 7A: 
OLOSs pact te ere ee 61.6 
FOS Omen teehee is eee Or 55-3 
SOI OG Micke einen ee a eee ee Ware OSG 58.5 
}O22 Sp ONE. hor Serre ree ee Ose 81.1 
LOLS 35 iat ete een eee 67.2 

ING AOL o one ne oon dcomontadveqge Wills 66.1 


GERMINATION OF AFTER-RIPENED FRUITS 


When fruits of Ambrosia trifida, after-ripened in the cold, were placed 
upon a moist medium at a temperature between 25° and 30° C., usually a 
large percentage of fruits germinated within a few days, but there was 
always a number of fruits that did not germinate, not because the embryos 
within were not fully after-ripened, but because of restrictions imposed 
upon the embryos by membranes that surrounded them. When these mem- 
branes were removed, the naked embryos readily germinated. The per- 
centage germination of after-ripened fruits depends upon the extent to 
which the after-ripening has been carried and upon the temperature at 
which they are placed to germinate. At temperatures around 20° C. the 
germination usually takes place more slowly than at temperatures near 
30° C. but may extend over a longer period of time, and give a higher final 
percent. For example a batch of fruits was left at low temperature for 
three months after which they were placed to germinate, some at 30° C. and 
some at 22°C. After eight days 80 percent of those at 22° had germinated 
while only 27 percent of those at 30° had germinated. At another time 
two lots of after-ripened seeds of 40 each were placed at 27° and 20° C., 
respectively, and after seven days 52 percent of those at the higher tempera- 
ture had germinated and only 35 percent of those at the lower temperature. 
A temperature of 30° C. is slightly above the optimum for germination of 
embryos inclosed within fruits. 

When fruits after-ripened in the cold and especially fruits that have 
after-ripened in dry storage were subjected to alternating temperatures the 
percentage of germination was much greater than at either temperature 
used in the alternation, as is indicated in tables 3 and 4. In table 3 the 
fruits were removed from the cold as soon as the naked embryos were found 
capable of complete germination. In table 4 the fruits were taken from 
dry storage at which time about 40 to 50 percent of the naked embryos 
responded to germinating conditions. 


TABLE 3. 
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The Effect of Alternating Temperatures upon Germination of Fruits 


After-ripened at Low Temperature 


293 


. be i: | Percentage 
Number Employed Condition | Temperature (° C.) Germination 
after 12 Days 
50. Fruits | 20 50 
50. | - | 20-30 70 
{Oleh ne canted cern es BTN: 30 24 
5 ORE ree eter Excised embryos 30 100 
TABLE 4. The Effect of Alternating Temperatures upon the Germination of Fruits in Dry 


Storage, About 40 Percent of the Naked Embryos of Which Were 
Capable of Germinating 


: xe Percentage 
Number Employed Condition Temperature (° C.) Germination 
after 12 Days 
50. | Fruits | 20 4 
5O- is 20-30 24 
50 c ae 30 2 
| | 


The germination of fruits evidently depends upon the degree of after- 
ripening, the temperature, and the oxygen available to the embryo within 
the fruits. The degree of after-ripening determines the capability of the 
embryo to respond to the conditions of germination. The oxygen supply 
is controlled by the membranes incasing the embryo and also by the 
temperature. At high temperatures an oxygen supply commensurate with 
the demands of the embryos cannot be maintained in all intact fruits. 
As a result of such limited oxygen intake embryos that are not thoroughly 
after-ripened or even when fully after-ripened as indicated by their ready 
germination when naked, are often prevented from germinating. 


THE DEVELOPMENT OF SECONDARY DORMANCY IN EMBRYOS OF 
Fruits At HIGH TEMPERATURE 


The after-ripened fruits or seeds of Ambrosia trifida that do not germinate 
at high temperatures do not die, but after a time revert to a dormant con- 
dition and must again be returned to the cold and go through another after- 
ripening process before germination can take place. It usually requires as 
long a period in the cold to overcome this induced or secondary dormancy 
in the embryo as is required to overcome the original or primary dormancy. 

The time required for the after-ripened embryos within the fruit to 
revert to a state of dormancy in which even the naked embryos do not 
under any condition germinate, varied considerably. At one time fruits 
that required 92 days to after-ripen were removed from the cold and placed 
at a temperature around 28° C. to germinate. After 32 days the embryos 
of fruits that had not germinated were found to have reverted to the dormant 
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condition. These dormant fruits were again returned to the cold where 
they were allowed to remain 100 days, when the naked embryos were again 
found capable of germinating. 


Text Fic. 3. Germination of embryos taken from fruits that had been stored for 
three months as follows: A, dry; B, ina germinator in a refrigerator: and C, in a germinator 
at 27-20" G. ; 


In July 1927 the embryos of fruits after-ripened in the cold, when 
placed at 29° C. for one month still gave 30 percent germination. In June 
1929 both fruits and seeds, between 30 and 4o percent of the naked embryos 
of which would germinate, were placed upon moist cotton in petri dishes 
between 27° and 30° C. After 30 days, naked embryos from both fruits 
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and seeds were found incapable of germinating. Embryos sufficiently after- 
ripened in dry storage to germinate are rendered dormant more quickly 
than embryos of fruits after-ripened in the cold. Fruits taken from the 
same lot as above usually after-ripened in the cold in about a month. At 


Text Fic. 4. A, embryos from seeds that have been through primary and secondary 
dormancy and two after-ripening periods. 8B, similar seeds after an overnight period in a 
germinator, showing the vigor with which they germinate. 


this stage of after-ripening in dry storage the embryos within the fruits or 
seeds may quickly be either after-ripened or rendered dormant, depending 
upon the temperature to which they are subjected. 
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In text figure 3 are shown the effects upon the embryos of the different 
treatments to which the fruits have been subjected. All fruits had been 
in dry storage until January when they were divided into three lots. One 
lot was left in dry storage. A second was placed upon moist cotton ina 
petri dish in the 1efrigerator, while the third lot was placed upon moist 
cotton in petri dishes at temperatures between 27° and 30° C. After 
three months the embryos in each lot were freed from the fruits and the 
embryos were placed under germination conditions. Text figure 3 A 
represents the embryos of fruits in dry storage after four days in the 
germinator; B, embryos of fruits in the coid after three days in the germi- 
nator; and C, embryos of fruits at high temperature after four days in the 
germinator. No further germination took place in A and C after they were 
photographed. 

On October 27, 1924, fruits were placed upon moist cotton in petri 
dishes at 5° C. to after-ripen. On February 1 of the following year when 
the excised embryos of all fruits responded readily to germinating conditions, 
the fruits were removed from the cold and placed at a temperature of 27° C. 
They were left at this temperature until April 29 when the embryos of the 
fruits that had failed to germinate up to this time were again found to have 
entered into a dormant condition and were returned to the cold where they 
were not molested until August 28, when they were again transferred to 
high temperature. Text figure 4 A shows embryos removed from fruits 
when taken from the cold the second time. Text figure 4 B shows some 
of these after-ripened embryos after an overnight period in a germinator 
at high temperature. These fruits, including the periods of time at both 
high and low temperatures, had spent more than 300 days in a practically 
saturated condition and had during that time passed through two dormant 
and two after-ripening periods without apparent injury. 


EFFECT OF ENVELOPING MEMBRANES UPON THE GASEOUS EXCHANGE IN 
EMBRYOS WITHIN FRUITS AND SEEDS 

Since the embryos of after-ripened fruits germinated readily when the 
membranes described above had been removed and since the development 
of dormancy is dependent upon the presence of these same membranes, 
their effect upon the gaseous exchange or respiration of the embryos within 
the fruit or the seed will be considered. 

The data in table 5 show the combined effect of all the membranes 
taken together upon the gaseous exchange of the embryos in the fruit; 
the effect of the nucellar membrane alone; and the gaseous exchange that 
takes place in the embryos when freed from all membranes. ‘Twenty 
fruits, seeds, or embryos were used in each experiment. The fruits used 
and the fruits from which the seeds and embryos were obtained had been 
in dry storage in the laboratory. No special attempt was made to select 
fruits, seeds, or embryos of the same weight or size, although for the same 
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numbers of each the weights were fairly uniform. The respiration was 


determined by a closed type of respirometer described by Harrington and 
Crocker (4). 


TABLE 5. Respiration at 30° C. after 20 Hours 


Fruits | Seeds Embryos 
Ce. O2 Ce. CO2 COs Ce. O2 Ce. COs | CO2 (ce, Ob in CO2 
Taken up Released Oo i itaken up Released cOse Taken up Sener Os 
Rass iicarr oe 1.46 QA 1.65 1.16 70 3-73 2.55 68 
. aie 2.55 : 
RAN OP ES woe ne 1.09 -99 1.69 Teo ial 4.12 Dates) .68 
eae 1.24 94 1.52 1.02 .67 2.91 273 .69 
beg ty 1.08 .92 1.69 1.16 .68 3.98 2.80 .70 
Ted Sots tein sas 1.28 87 1.68 Tel 68 4.02 2.86 fal 
HC OOiers acme: .O4 .87 1.83 12 .70 Beal DP O7/ 
117 rs oc ee 1.34 | -93 2.01 1.36 .67 3.92 2.70 .69 
TDi pee fe NL on 1.08 .87 1.81 122) .67 3.28 2.16 .65 
1.59 IBIOU .69 
AVEATE200 im ae) .92 Ae 1.19 69 3.78 2.61 68 
TABLE 6. Respiration of Seeds and Embryos at 15° C. after 20 Hrs. 
Seeds Embryos 
_ COz . CO» 
Oz CO2 Yon Oz COs coon 
IED Sere Monn iste tevsbses o.< 75 .58 1.88 1.16 61 
AO ae 56 .60 1.82 1.14 .62 
gh pie .50 60 2.05 125 61 
Peon .69 538 ery, 1.09 61 
RO Oca ee Pieces 58 .60 i O2 1.20 63, 
1205)... 59 56 1.94 1.19 61 
TLO 74 67 1.59 .99 62 
Ave. 1.08 .. 63 60 1.85 it .62 


It will be observed that when the membranes are removed, the gaseous 
exchange between the embryo and the surrounding air is increased. The 
nucellar membrane is more effective in reducing the volume of oxygen 
taken up and carbon dioxid given off by the embryo, than that of the in- 
volucre and ovary wall combined. 

The nucellar membrane of the seed in text figure 1 D at 30° C. has reduced 
the gaseous exchange of the seed to less than one-half that of the naked 
embryo. It does not seem to affect greatly the respiratory ratio since it is 
about the same for seeds with the nucellar membrane intact as for the 
naked embryos. 

In the fruits the respiratory ratio is higher than that obtained for 
either seeds or embryos. The ratio in the fruits also lacks uniformity. 
This lack of uniformity and possibly the high respiratory ratio may be due 
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to different degrees of saturation of the involucral and ovary walls or to 
variations in the films of water between the membranes. 

At 15° C. as at 30° C. a great reduction has taken place in the volumes 
of the gases taken up and given off by seeds over that of naked embryos 
_ due to the presence of the nucellar membrane. ‘The respiratory ratio is also 
lower than that at the higher temperature, but its value, as for the higher 
temperature, is practically the same for both seeds and naked embryos. 


OxyGEN NECESSARY FOR INDUCING DORMANCY 


While a restriction of the oxygen pressure by the membranes of seeds 
was found necessary for the development of dormancy, yet it does not 
develop in the absence of oxygen, as was found true for after-ripening. 
After-ripened fruits and seeds, when covered with a coating of agar by which 
the oxygen supply was greatly reduced, became dormant much more slowly 
than those not so treated. The optimum oxygen pressure in the develop- 
ment of dormancy, while not determined, may possibly be that pressure 
which at a given temperature falls just short of causing germination. 


THE RELATION BETWEEN CATALASE ACTIVITY AND RESPIRATION 


The catalase activity of embryos held in germinators at different 
temperatures with and without the various membranes, parallels closely 
the respiration intensity under similar conditions. The highest catalase 
activity is found in the naked embryos at all temperatures, and the least 
activity in the fruits where the oxygen supply is least. Fruits, seeds and 
embryos were placed upon moist cotton in petri dishes and kept at 25° C. 
for three days, after which the catalase content was determined for each. 

In table 8 fruits, seeds, and embryos were prepared as in table 7 and 
placed at a temperature of 15° C. for 20 days. At the end of this period 
all membranes were removed from the fruits and seeds and the catalase 
content was determined for the three sets of embryos. 


TABLE 7. Catalase Activity after 3 Days in a Germinator at 25° C, 


Number Condition During Cc. Oz Released after Average cc. O2 per 
Used Treatment to Minutes Embryo Released 
ath ‘9 | 

B Fruits 2 

A os 

3 i. ays) 

3 Seed | 25 9.7 

3 eeds 

5 7 i 5 14.2 
{ 2.5 4. 

3 Embryos 7O 

ES “é ) 

3 ; 50 

2 ¢ cd 

o 79 25-4 


In table 9 the treatment was similar to that in tables 7 and 8 except 
for temperature and time. They were kept at 30° C. for to days after 
which the catalase was determined on the embryos of each. 
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TABLE 8. Catalase Activity after 20 Days in a Germinator at 15° C. 


Number Condition Duri Tt. i s 
Used Treatment = een ay ns stevie aes Soo eee 
2 Fruit .093 Eee 
2 i 085 See 
2 .085 eS 
2 < .078 48.8 
2 * .088 54.5 25.8 
2 Seeds .090 59.5 
2 . 087 62.8 
2 “i .090 62.0 
2 - 080 46.3 
2 = 090 55-0 28.5 
2 Embryos .09O 106.0 
2 % 100 106.5 
2 3 097 91.5 
2 .092 92.5 49.5 


TABLE 9. Catalase Activity after 10 Days at BO C. 


Number Condition During Wt. in grams Os Released after Average cc. O2 Re- 
Used Treatment (wet wt.) to Minutes leased per Embryo 


Fruit .080 

2 -092 
-087 
-090 
.078 
Seeds .087 

nS .090 
.085 
.090 
.090 
Embryos .092 
i 093 
| -094 
nt .088 
a .088 


“i 


‘és 


NNN NHWW 


to 


“i 
ae 


“a 


P2o8 


NNNNKH HHH DH HHNHHHN 
manne ien td iw 

PEM HNIMWNO O OMUO NO 
MOwmunnwnt nN NU ANON 


HERE 


NO 
on 
nN 


At 30° C. the catalase of the embryo treated in the fruit is slightly 
higher than for seeds where the nucellar membrane is present. This was 
found true elsewhere when seeds were run at 30° C. but never true at lower 
temperatures. 

The respiration increases as the temperature increases but the catalase 
of the embryos treated within the fruit or seed above a certain temperature 
tends to decrease. Both seem to depend upon the oxygen supply since a 
removal of the membranes tends to increase at about the same ratio both 
the respiration and the catalase content of the naked embryos over that of 
embryos with membranes intact. Overholser (8) found a marked increase 
in catalase activity in Vicar pears at 15° C., but at temperatures above 
that a decrease in catalase activity. Lantz (7) reported an accumulation 
of catalase in corn germinating at 10° C., but at higher temperatures a 
decrease. Somewhere between 15° and 20° C. for dormant seeds or fruits 
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of ragweed the catalase content for some time at least is fairly constant. 
Below that temperature as the embryos after-ripen there is an increase in 
catalase, while above it the catalase decreases. In table 10 is shown the 
catalase activity of fruits after 10 days at various temperatures. 


TABLE 10. Catalase Activity of Fruits after r0 Days at Various Temperatures 


Wt. of 10 Average cc. of Oz per 
Number of Fruits Embryos in Temperature (° C.) Embryo Liberated 
grams (wet wt.) after 10 Minutes 
10 -350 fe) 19.3 
IO 55 5 20.7 
10 352 IO 21.2 
1K -380 15 19.5 
10 .365 20 15.9 
ie) Reo 2 13.8 
10 .365 (air dry) 18 


THE CAUSES OF DORMANCY 


Since dormancy in embryos of Ambrosia trifida develops only at rather 
high temperatures, its cause seems to be due to the restricted respiration 
at these temperatures imposed upon the embryo by the membranes that 
envelop it. The nucellar membrane plays the principal réle here. This 
membrane, when the seed is in a germinator at 30° C., reduces the gaseous 
exchange of dormant embryos to less than one half of that of naked embryos. 
During the period in which the after-ripened embryos become dormant 
there is a decrease in the intensity of the respiration in the embryos inclosed 
within the fruit and seed coats. The catalase content of the embryo also 
decreases during this time, indicating a relation between catalase activity 
and the respiration. Although the catalase may have no function in either 
after-ripening or dormancy since in either case it seems to be a result rather 
than a cause, yet a comparison of its activity determined from time to 
time upon imbibed seed at different temperatures serves as a fairly accurate 
indicator as to what processes are in the ascendency in the embryo. Its 
rise or fall, accompanied as it is by a rise or fall in respiratory intensity, also 
indicates closely the temperatures at which the oxygen supply to the embryo 
is sufficient or deficient. 

Just what takes place in the development of dormancy in seeds of 
Ambrosia, one cannot say. Kidd and West (5) were able to produce dor- 
mancy in seeds of white mustard by means of carbon dioxid, but the dormant 
condition tended to disappear by a removal of seed coats or a redrying of 
the seed. In the embryos of Ambrosia the induced dormancy is so deep- 
seated that neither redrying nor the complete removal of all membranes 
from the embryo will bring about germination. Partial intramolecular 
respiration induced at high temperatures by a restriction of the oxygen 
supply, together with an increase in the pressure of carbon dioxid over 
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that of oxygen, may bring about a sort of asphyxiation which in time may 
render the embryo incapable of germinating under the most favorable 
conditions. A slight initial rise in both the respiration and the catalase 
when the seeds and fruits are first placed at high temperatures followed 
later by a depression in each with a rising respiratory ratio indicate a partial 
intramolecular respiration. 

On the other hand, it is possible that the restricted respiration which 
is necessary to produce dormancy depletes certain necessary nutrient 
substances or develops inhibiting substances. Since the recovery from 
pronounced dormancy of the embryo is brought about by subjecting the 
imbibed fruits or seeds to a prolonged period in a cold germinator, develop- 
ment of after-ripening may involve, respectively, reduction and oxidation 
processes in the embryo. Since oily seeds like Ambrosia with dormant 
embryos have at low temperatures a very low respiratory ratio, much more 
oxygen being taken up than carbon dioxid given off, some of this oxygen 
may possibly be fixed in the formation of more or less unstable compounds 
which become readily available to the embryo in germination. The 
rapidity and the energy which the fully after-ripened embryos exhibit in 
germination indicate this. At high temperatures, on the other hand, when 
germination is prevented by the restriction of the oxygen supply to the 
embryo by the enveloping membranes, oxygen may perhaps be withdrawn 
from compounds stored in the embryo, reducing them to more stable com- 
pounds which are not available to the embryo. The two processes, after- 
ripening of dormant embryos and the development of dormancy in after- 
ripened embryos, are opposite in nature. After-ripening involves changes, 
whatever they may be, that are associated with a low respiratory process 
which in fully imbibed embryos is attained only at low temperatures. 
It involves as it were a rest and a recuperation after a period of activity 
at high temperatures, during which the embryo has been deprived of its 
ability to respond to the conditions of germination. 

Even after-ripening in air-dried fruits requires a considerable period of 
time and apparently does not take place in the embryos of some fruits at all. 
The after-ripening of embryos within air-dried fruits is not dependent upon 
the removal of water alone. Even here there is evidently some readjust- 
ment in the embryo itself, which requires considerable time. In some 
embryos the dormancy is so pronounced that it cannot be overcome in dry 
storage. It has also been demonstrated that at least some water in the 
embryo is necessary to induce the changes involved in after-ripening since 
fruits placed in a closed vessel over sulfuric acid did not after-ripen. 


DoRMANCY IN EMBRYO OF SEEDS IN NATURE 
Many seeds are dormant at maturity; especially is this true of seeds 
of the Rosaceae. Some seeds that are dormant at maturity after-ripen 
under dry storage conditions, but in many the dormancy is so deep-seated 
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that it can only be overcome by a prolonged period in a moist condition at 
low temperature. The dormancy in seeds of hawthorn apparently is not 
diminished in dry storage and the seeds finally pass from the dormant to 
the lifeless condition. 

As to the cause or causes of dormancy in nature one can only surmise. 
There may be one cause or several, but judging from the conditions under 
which the seeds of Ambrosia trifida may be made to pass in the laboratory 
from a condition in which they germinate readily, to a condition in which 
no germination will take place even with the naked embryos, one may 
conclude that the same causes are operating in nature as in the laboratory: 
Seeds in which the embryos are dormant usually mature at the end of the 
season so that they have a rather long period of development at high 
temperatures. These seeds, as far as I am aware, at least when mature, 
aiso have membranes that restrict more or less the gaseous exchange in 
the seed. The restriction of the oxygen supply acting through a long 
period even at moderately high temperatures may bring about a state of 
dormancy in these embryos. In all cases where dormancy in the embryo 
is involved, whether produced in nature or in the laboratory, there is no 
doubt a very close relation between dormancy and restricted respiration. 


SUMMARY 


1. The embryos of fruits of Ambrosia trifida are dormant at maturity. 

2. The embryos of the fruits after-ripen slowly in dry storage, but 
much more rapidly and completely in a saturated condition at low tempera- 
cure.(O:-10, C.). 

3. The time required for the after-ripening of freshly harvested fruits 
at the optimum low temperature (5° C.) is about three months. 

4. During the period at which the fruits are at low temperature there 
is a slight rise in the acidity together with a pronounced rise in the catalase 
content of the imbibed embryos over those of air-stored fruits. 

5. If the embryos after-ripened in either dry storage or at low tempera- 
tures fail to germinate when placed at high temperatures, due to enveloping 
membranes that interfere with the gaseous exchange between the embryos 
and the external atmosphere, they revert to the dormant condition and 
must again be after-ripened before germination will take place. 

6. The time required for the development of secondary dormancy in 
the after-ripened embryos is from 30 to 60 days. 

7. The same embryos of fruits may be repeatedly made dormant and 
after-ripened by alternating periods at high temperature with sub-minimal 
oxygen supply and with periods at low temperature with adequate oxygen 
supply in water imbibed condition. 

8. The cause of secondary dormancy in embryos of Ambrosia trifida 
appears to be due to restricted respiration at high temperatures. 

9. The cause of restricted respiration is the low permeability of the 
membranes, which envelop the embryo, to oxygen. 
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10. The restriction of the gaseous exchange is due mainly to the influence 
of the nucellar membrane, consisting of a single layer of living cells immedi- 
ately enveloping the embryo. 

Ir. While the development of dormancy is associated with restricted 
or incomplete respiration, the presence of a supply of oxygen seems necessary 
to its development. Embryos of fruits embedded in agar in order to reduce 
further the oxygen supply to the embryos developed dormancy more slowly 
than embryos of fruits at the same temperature but free from agar. 

12. During the period in which the embryos become dormant both the 
respiration and the catalase activity are reduced. 

13. At the germination temperatures employed the catalase activity of 
fruits, of seeds, and of naked embryos bear about the same relation 
to one another as does the respiratory capacity of each of these to 
the other. 
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THE DEVELOPMENT OF DORMANCY IN SEEDS OF 
COCKLEBUR (XANTHIUM) 


W. E. Davis 


INTRODUCTION 


In a previous paper (2) it was shown that dormancy may be induced 
in the after-ripened embryos of ragweed (Ambrosia trifida L.) by means 
of high temperature germination in connection with restricted oxygen 
supply to the embryos due to the fruit and seed membranes that envelop 
them. These embryos, however, were dormant at maturity and the in- 
duced secondary dormancy was evidently merely a reversal of the essential 
changes through which the embryos had gone in the after-ripening process 
or the removal of the original or primary dormancy. The embryos of 
seeds of Xanthium canadense and X. commune have at no time during 
periods of dry storage of seeds in the burs exhibited any tendency to dor- 
mancy when placed under germinating conditions. No doubt this is also 
true of other species of Xanthium. Shull (4) compared the germination 
of embryos of seeds of X. glabratum, when quite green, with those of fully 
ripened seeds and of seeds one year old and was able to detect no perceptible 
after-ripening in passing from the unripe to the ripe and year-old conditions. 
The so-called dormancy or delay in the germination of these seeds at certain 
temperatures is due, as pointed out first by Crocker (1), to the restriction 
of the oxygen supply to the embryos by the seed coats for when the seed 
coats are removed and the naked embryos are placed under suitable con- 
ditions, germination usually takes place within 24 to 48 hours. 


DEVELOPMENT OF DORMANCY IN SEEDS OF XANTHIUM UNDER 
LABORATORY CONDITIONS 


Since there is this restriction of the gaseous exchange between the 
embryos and the outside air by the seed coats, it was thought highly probable 
that a dormant condition might be induced in the embryos themselves 
provided germination could be prevented at temperatures necessary to 
produce dormancy. While the restriction of the oxygen supply by the 
seed coats in Xanthium seeds is normally considerable as shown by Crocker 
(1) and Shull (4), it is not sufficient to prevent germination at temperatures 
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necessary to produce pronounced dormancy. In order to reduce the gaseous 
exchange to a point where germination would not take place even at high 
temperatures, the hypocotyl ends of soaked seeds were embedded in 
modeling clay so that about one-third of the length of the upper seeds and 
even less of the lower seeds of burs were exposed to view. The clay with 
the embedded seeds was placed upon very moist absorbent cotton in petri 
dishes so that the exposed parts of the seeds were in contact with the wet 
medium. By this means seeds could be placed at once at temperatures as 
high as 30° C. without great loss through germination. After a few weeks 
in this condition, the embryos of the seeds had become sufficiently dormant 
to be removed from the clay and placed upon wet cotton and returned to 


Text Fic. 1. A, seeds in clay in a high temperature germinator to produce dormancy; 
B, imbedded in agar for the same purpose. 


the same temperature to which they previously had been exposed while 
in the clay. A period of from eight to ten weeks in the clay was usually 
sufficient to prevent germination of the seeds when transferred from the 
ciay to the moist cotton alone. 

More recently agar has been employed in preventing germination at 
high temperatures and has been found even more effective than clay. 
A solution of three or four percent agar was prepared and poured over 
sterilized moist cotton in petri dishes. When the solution of agar had 
sufficiently cooled so as not to cause injury to the seeds, the sterilized seeds 
that had previously been soaked overnight in water were arranged upon 
the agar. An additional thin layer of agar was now spread over the seeds. 
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The upper seeds of burs required only. a very thin layer of agar to prevent 
germination while the lower seeds required a considerably thicker coating. 
Since the seeds arranged in the agar were nowhere in contact with one 
another, any seed that showed signs of decay while at high temperature in 
the incubator was readily removed without disturbing others. It was 
found necessary to soak all seeds before embedding in either clay or agar 
since the soaking brought out all defects in seed coats due to injury in the 
removal of the seeds from burs. All seeds with defective coats either 
germinated or soon decayed. Text figure 1, A and B, shows seeds embedded 
in clay and in agar, respectively. 

Whether the dormancy was produced by embedding the seeds in agar 
or clay, the naked embryos exhibited many of the characteristics of dormant 
and partially dormant embryos as previously pointed out for dormant 
naked embryos of hawthorn (Crataegus mollis) by Davis and Rose (3) and 
by Davis (2) for embryos of ragweed (Ambrosia trifida). There was often 
a slight elongation of the hypocotyl, and a tendency for the cotyledon in 
contact with the wet medium to enlarge and become green while others 
not in contact with it often failed to enlarge and remained colorless. There 
was also a tendency for the cotyledons by unequal growth of the upper and 
lower surfaces to cause the embryos to become inverted upon the medium 
leaving the hypocotyl pointing upward. In some embryos the plumules 
showed slight growth while the hypocotyls remained inert. 


TABLE 1. Results with Upper Seeds Held at a Temperature of About 28° C. for r4o Days, 
Including the Periods in Clay and on Moist Cotton 


Number of Embryos Germinated after 13 Days.:...........:2--.-+..-.-. 1 
“e a e ac “ee 16 ae 2 2 
“e ae 4a ae ae 18 ae 5 
ae ae ve ae imi ae 
ae ae ae “é 4é 12 ae : U 
a“ - ; i, ee ee ee 

30 Sage tra uens eC ee LO! 


Table 1 shows the results of upper seeds of burs that were kept at a 
temperature of about 28° C. for 140 days, including both the period in the 
clay and the period the intact seeds were upon the moist cotton only. At 
the end of the period the seed coats were removed and the embryos were 
placed under germinating conditions. The number of seeds used was IT. 

The remaining embryo had not germinated at the end of 30 days. 
The embryos of similar but untreated seeds which had been soaked 24 hours 
in water in order that the seed coats might be removed, gave 100 percent 
germination within 24 hours. The seed coats of untreated seeds as well 
as those of treated seeds were removed in all experiments involving germi- 
nation in order to determine whether the dormancy was due to the seed 
coats, the permeability of which might have been altered during the treat- 


ment, or whether it was due to a condition induced in the embryos them- 
selves. 
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‘Text figure 2 shows embryos of seeds that had been exposed to tempera- 
tures ranging from 27° to 30° C. for four months. During one-half of this 
time the hypocotyl ends of the seeds were embedded in clay while the 
remainder of that time the intact seeds were upon moist absorbent cotton 


Pee 


Text Fic. 2. Dormant embryos of cocklebur that have been in a high 
temperature germinator for 30 days. 


only. The seed coats were then removed and the embryos returned to the 
incubator. The embryos were photographed 30 days later. Several of 
the embryos germinated during this time and were removed from the 
germinating chamber and so are not shown. 


DEVELOPMENT OF DORMANCY IN EMBRYOS OF SEEDS OF 
XANTHIUM IN NATURE 


Embryos of seeds collected at various times of the year from plants 
standing in fields at no time showed any tendency to dormancy. Since, 
however, a high moisture content has been shown to be an important 
factor in the development of dormancy in embryos one would not expect 
to find any marked changes in the germinating condition of such seeds. 
On the other hand, seeds of burs buried beneath the soil have a very different 
environment. Their moisture content may be high and the compact soil 
about the burs in which the seeds are still encased, together with that 
imposed by the seed coat, may materially interfere with the gaseous ex- 
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change of the seeds. Under such conditions, seeds that failed for any 
reason to germinate in the spring, would not be likely to do so later in the 
season, unless by some disturbance of the soil, they should be brought under 
more favorable conditions for germination. It is well known that of the 
two seeds in the burs of Xanthium that have been covered with soil, fre- 
quently the so-called lower seed germinates the first spring after maturity 
while the upper seed remains until the following spring or even later before 
germination takes place. This behavior has been accounted for on the 
basis of the difference in the gaseous exchange between upper and lower 
seeds (1) and the surrounding medium due to a difference in permeability 
of seed coats and the ability of the lower seed to germinate with a slightly 
lower oxygen pressure than the upper seed (4). 

By removing growing plants from the soil during the summer and fall 
and stalks of dead plants in the spring, burs were located, the lower seeds 
of which had given rise to plants, but which still contained the upper seeds 
ungerminated. The seed coats were removed from these seeds and the 
embryos along with the embryos of other seeds which had been stored in 
the laboratory were placed under germinating conditions. The results 
of the germination tests are given in table 2. 


TABLE 2. Germination of Embryos of Upper Seeds Which Were Taken from the Soil during 
the Summer and Fall after the Lower Seeds Had Given Rise to Plants 


No. of No. ee Germination—Days 
paper © || pecdh he iGolicated 
it > a le ae 5 6 7 8 CY }) eo) | oe Wie) ey |) eck [|e 
I 10) July 1 eae || oy ese ye eet Oy | Gr @ Po | a 
2 10 eG ea On |e a ete 2 OMRON nO iD 
3 18 Lees | Oo ele Sel lian On Om NON eOn Oi mL 
4 15 nes i) | @ |) 
5 20 Control 7 || 2 
6 20 > 20 
7 15 Septs 7 || One |eOm|cOn eer | metic eee referer roa cee | 
8 10 March 5 OneE 
9 20 Control | 20 


In experiments I, 2, 3, and 4 the seeds were taken from a roadside where 
the soil was rather compact and dry at the time the seeds were obtained. 
In experiment 3 the seeds were kept intact in the germinator 48 hours, 
after which the seed coats were removed and the embryos were returned 
to the germinator. In experiment 4 the intact seeds were kept upon moist 
cotton in the refrigerator for a period of 30 days, when the seed coats were 
removed and the embryos were placed under the same germinating con- 
ditions as the others. In experiments 7 and 8 the seeds were obtained from 
a locality in which the soil was quite moist during the greater part of the 
year and at times was completely saturated. 

In experiment 8 only a few seeds were procured from a large number of 
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seed stalks removed from the soil in March, due no doubt to a lack of 
development of a second seed in burs or to their destruction during the 
fall and winter by small rodents or insects. However, the rapidity i the 
vigor with which the naked embryos of these seeds that had passed through 
the winter beneath the soil germinated as compared with others under the 
same conditions, but collected in the fall, are doubtless characteristic of 
seeds that have overwintered in the soil. 


Text Fic. 3. Embryos of cocklebur after 24 hours in germinator. A, after- 
ripened seeds; B, dry-stored seeds. 


This shows clearly the tendency of non-germinating embryos within 
the seed coats and burs in the soil to go into a dormant condition during the 
warm weather of summer and to after-ripen, or go out of dormancy, during 
cool weather of winter. This development of embryo dormancy during 
the summer and after-ripening during the winter is probably a rather 
general phenomenon with non-germinating embryos of seeds of wild plants 
in the soil of the temperate zone. At least this rhythm has been shown 
in the preceding paper for seeds of Ambrosia trifida which have dormant 
embryos at maturity and in this paper for Xanthiwm seeds which have non- 
dormant embryos at maturity. 


REMOVAL OF DORMANCY IN TREATED SEEDS 
A condition of dormancy may not only be induced in the embryos of 
seeds of the cocklebur, but the dormant condition likewise may be removed. 
When the dormant seeds were placed upon moist cotton in petri dishes and 
kept at low temperature, preferably about 5° C., for several weeks, the 
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embryos gradually recovered from the dormant condition and germinated 
as readily or even more readily than embryos of dry stored seeds. 

Text figure 3 A shows upper seeds of burs which were kept at high 
temperature in clay for four months when they were transferred to a tem- 
perature of 5° C. at which they were allowed to remain for three months. 
They were then taken from the cold, the seed coats removed, and the 
embryos placed under germinating conditions. The embryos were photo- 
graphed 24 hours later. That the embryos had suffered no injury during 
the prolonged period at high temperature followed by an almost equal 
period in the cold is evident when the readiness and the energy with which 
they germinated are compared with conditions in embryos of dry stored 
seeds after a similar period in the germinator, as in text figure 3 B. 


CATALASE ACTIVITY OF DORMANT AND AFTER-RIPENED SEEDS 


The catalase activity of seeds of Xanthium both during the development 
of dormancy at high temperatures and the removal of dormancy at low 
temperatures corresponds to the results obtained in a study of the after- 
ripening and development of secondary dormancy in seeds of Ambrosia 
trifida (2). 

When the seeds of Xanthium were prevented from germinating at 
temperatures at which they ordinarily germinate, through a restriction of 
the oxygen supply by means of clay or agar, the catalase activity decreased. 
Shull and Davis (5), working with Xanthiwm seeds with seed coats intact 
at temperatures below the minimum for germination of intact seeds, 
reported that at first there was a rise in the respiratory rate accompanied 
by a similar rise in the catalase activity, but after a period in the germi- 
nator there was a fall in each until the catalase activity was no greater 
than in air dry seeds. 

In table 3 it will be observed that at temperatures considerably above 
the minimum for germination of intact seeds, but with the oxygen supply 
sufficiently restricted by means of either clay or agar to prevent germination, 
the catalase activity of seeds after from 50 to 60 days was even less than 
that of seeds in dry storage. The reduction of catalase of seeds with only 
the anterior portion embedded in clay as compared with that of the whole 
seed embedded in a coating of agar, is evidently due to the greater restriction 
of the oxygen supply to the more active portion of the embryo involving 
the hypocotyl and plumule. It also indicates that there is no very wide 
diffusion of oxygen through the embryo from the regions where it enters 
the seed. The respiration of intact dormant seeds was also less than that 
of untreated seeds. The catalase no doubt varies within certain limits 
with the oxygen supply to the embryo and there is a more or less close 
relation between the catalase activity and the restricted respiration of 
seeds at high temperatures as was formerly shown by Shull and Davis (5) 


for non-dormant seeds of Xanthium at temperatures below the minimum for 
germination. 
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TABLE 3. The Catalase Activity of Xanthium Seeds under Various Conditions 


No. of Kind of r Wt. grams | Cc. of O2 Re- Av. ce. of 
Seeds Sande Treatment of Seeds Soaked leased after Oz Releared 
Seed 10 Minutes per Seed 
2 Upper | Seeds soaked overnight. 17.2 
ae - 

2 17.0 
2 ; 40 16.5 8.45 
: Zs Embedded in agar 60 days at 14.0 

temperatures 27°-29° C. 

ims 

2 TASH 
2 a | 41 14.5 7.00 
2 a Hypocotyl ends of seeds em- Qos 

bedded in clay 60 days at 
2 Es Lempi2 75 tol2o. Ge 10.1 
2 42 igs 5.8 
2 m Embedded in agar at high tem- Pats 

perature 80 days, then re- - 
2 i moved from agar and placed 20.0 

in icebox 50 days. 
2 ne AT 20.5 10.6 
2 Lower | Seeds soaked overnight. 21.5 
2 ‘i 23-7 
2 UL ee) 23.5 11.4 
2 fe Embedded in agar 80 days at 43.5 

27°-29° C., then in icebox 40 ca 
2 - days. 47.6 
2 “ 56 43.0 22:4 


RELATION OF OXYGEN PRESSURE TO DORMANCY 


The lower soaked seeds of burs were embedded near the bottom of large 
tubes of agar. The tubes were then sealed as shown in text figure 4. 
At this depth in the agar the oxygen supply to the embryos of the seeds 
must have been greatly reduced. Similar seeds in petri dishes were covered 
by a thin layer of agar. After 57 days at 26° to 30° C. both sets of seeds 
were taken from the agar, the seed coats were removed, and the embryos 
were placed under germinating conditions. They were photographed four 
days later. The results are shown in text figure 5 A, indicating the embryos 
of seeds taken from tubes of agar, and B, those taken from seeds in petri 
dishes (text fig. 1 B). The slight dormancy of the embryos taken from 
the tubes and the very pronounced dormancy in those taken from petri 
dishes can be accounted for only by the difference in the gaseous exchange 
of the seeds, resulting from the different depths at which they were embedded 


in the agar. 
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Seeds sealed in agar in tubes were later kept 100 days at a temperature 
of 30° C. without any apparent sign of dormancy in the embryos. Seeds 
embedded in agar at the bottom of tubes always decayed if the agar with- 
drew from the sides of the tubes so as to admit air. 


TEXT Fic. 4. Method of embedding seeds deeply in agar. 


It is probable that seeds of Xanthium can be kept indefinitely in a 
medium to which little air is admitted, provided the medium does not 
keep them in a so fully saturated condition as does agar, in which extreme 
care is necessary to prevent spoiling. 

The above experiments seem to indicate that the development of 
dormancy, or at least the rate of development, is closely associated with 
the rate of oxygen supply to the embryo. Below a certain rate of oxygen 
supply the changes that take place during the development of dormancy 
either do not take place or are greatly slowed down. The same charac- 
teristic was found true of seeds of Ambrosia (2), but seeds of Ambrosia 
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will not stand the prolonged high temperatures to which seeds of Yanthium 
may be subjected. It was suggested in the case of Ambrosia that possibly 
a rate of oxygen supply just below that which at a given temperature is 


hee : Sk 


A & ae 


Text Fic. 5. Germination of embryos after four days when taken from seeds made 
partly dormant by covering with agar. A, a thin layer of agar ina petri dish; B, buried 
deeply in agar in a test tube. 


necessary to produce germination, is near the optimum for the development 


of dormancy. 
SUMMARY 


1. The naked embryos of seeds of Xanthium at maturity show no 
dormant tendencies, but dormancy may be induced in the embryos of 
intact seeds at temperatures at which germination ordinarily takes place, 
provided the restriction of the gaseous exchange by the seed coats is supple- 
mented by means of clay or agar to a point where germination may not 
take place. 

2. The time required for the development of dormancy in the embryos 
of intact seeds varies from two to several months and no doubt depends 
upon the temperature and on the magnitude of the restriction of the gaseous 
exchange. 

3. During the period in which dormancy is induced there is a per- 
ceptible drop in both the catalase activity and the respiratory rate of the 
seed. 

4. The dormant embryos of seeds of Xanthium after the removal of 
seed coats usually exhibit under germinating conditions a marked variation 
in the dormancy of the various embryos themselves. ‘This is very likely 
due to differences in the permeability of the seed coats to gases during the 
period in which dormancy was induced. 
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5. When seeds, the embryos of which have been rendered dormant 
were kept moist and at low temperatures, preferably about 5° C., the 
dormancy after a time disappeared from the embryos as was indicated 
by the rapidity or vigor of the germination of the naked embryos at suitable 
temperatures. 

6. During the period of after-ripening or the removal of dormancy at 
low temperature, there was a rise in the catalase activity and also in the 
respiratory intensity of the seed. 

7. Seeds of burs buried in the soil where they have a high moisture 
content apparently become more or less dormant during the summer and 
in turn lose this dormancy during the low temperatures of the succeeding 


winter and spring. 
8. An oxygen supply to the seed just below that necessary to cause 


germination at a rather high temperature appears best for the development 


of dormancy. 
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HASTENING THE GERMINATION OF SOME CONIFEROUS SEEDS 
LELA V. BARTON 


Germination experiments on southern pine seeds (Pinus taeda, Pinus 
echinata, Pinus caribaea, and Pinus palustris) conducted in this laboratory 
in 1928 (Barton, 1) have been extended to include seeds of a number of 
different species of pine together with several other conifers. It seemed 
desirable to ascertain the response of these different forms to low tempera- 
ture stratification which proved effective in hastening the germination of the 
southern pines. 

The present paper reports results of these tests on both 1927 and 1928 
crops of seed. Of the 1927 crop the seeds tested were: Pinus austriaca, 
Pinus Banksiana, Pinus Cembra, Pinus densiflora, Pinus excelsa, Pinus 
flexilis, Pinus insignis, Pinus Laricio, Pinus Lambertiana, Pinus monticola, 
Pinus contorta Murrayana, Pinus ponderosa 1, Pinus ponderosa 11, Pinus 
resinosa, Pinus Strobus, and Pinus Thunbergii. All of these seeds except 
those of Pinus flexilis, were obtained from Thomas J. Lane, seedsman, and 
were received in this laboratory in July 1928, when germination tests were 
started. They were collected in the fall of 1927 and presumably were 
kept in dry storage at room temperature up to the time of shipment. 

The 1928 crop of seeds included Abies arizonica, Cupressus macrocarpa, 
Libocedrus decurrens, Picea canadensis, Picea excelsa, Picea Omorika, Picea 
pungens, Picea sitchensis, Pinus austriaca, Pinus Banksiana, Pinus Cembra, 
Pinus contorta, Pinus contorta Murrayana 1, Pinus contorta Murrayana Il, 
Pinus contorta Murrayana III, Pinus Coulteri, Pinus densiflora, Pinus 
excelsa, Pinus flexilis, Pinus insignis, Pinus koraiensis I, Pinus koraiensis II, 
Pinus Lambertiana 1, Pinus Lambertiana I1, Pinus monticola, Pinus 
ponderosa, Pinus resinosa, Pinus rigida, Pinus Strobus, Pinus Thunbergis, 
Sciadopitys verticillata, Sequoia sempervirens, Taxodium distichum, Thuya 
gigantea, Thuya occidentalis, and Thuya ortentalis. Pinus contorta Mur- 
rayana 1 and Pinus flexilis (1927 and 1928 crops) were furnished through 
the courtesy of the U. S. Dept. of Agriculture Forest Service, Rocky Mt. 
Experiment Station, Colorado Springs, Colo. All of the other 1928 seeds 
were obtained from Thomas J. Lane, and most of them were received in 
this laboratory in November 1928. 


METHOD 


The method was essentially the same as that described in a previous 
paper (Barton, 1). Preliminary to germination experiments an examination 
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of embryos was made by cutting the seeds. This process is usually called 
a cutting test of the embryos. These tests served as a basis for calculating 
“real’’ percentages of germination (Jacobs, 2), but they should not be 
considered as absolute indices of the germination capacity of the seed lot 
because of the limited number of seeds available for cutting. In the fresh 
seeds, however, there seemed to be, for the most part, a close correlation 
between the embryo tests and the seedling production in the soil. 

The seeds were mixed with moist acid peat and placed in ovens at 0°, 
5°, and 10° C. for different periods of time. They were aérated and 
moistened at intervals of 6 to 10 days throughout the test. In special 
instances other temperatures than 0°, 5°, and 10° C. were used. Some of 
the seeds which were very slow in germinating were given additional 
treatment of 15° C. as well as weekly alternating temperatures of — 5° 
to 5° C. and 5° to 10° C. A number of the slow germinating seeds (1928 
crop) were also planted in flats and put outside in cold frames in open, 
mulched, and board-covered soil in December, 1928. 

The number of seeds stratified depended upon the quantity available 
but where possible at least 600 seeds were used. Samples (100 seeds each 
if possible) were taken from these seeds at intervals of one, two, three, 
and in a few cases four or more months, and planted at a depth of 1/8 to 1/4 
inches in a greenhouse in flats containing equal amounts of sand, peat, and 
wood soil. Samples of seeds which had been kept dry at room temperature 
were planted at the same time for controls. 

The seedlings were counted as soon as they appeared above ground, 
and as a general rule they were discarded after counting. The word 
“germination’’ as it is used throughout this paper in referring to green- 
house plantings means the appearance of seedlings above ground. In 
describing cultures in the separate ovens the word refers to the appearance 
of the primary root. 

Apparent germination percentages are those calculated on the basis of 
the number of seeds planted. ‘‘Real’’ germination percentages are those 
calculated on the basis of the number of sound embryos in the seeds used. 
Apparent germination percentages are used in the results and discussion 
except in special instances. 


RESULTS AND DiscussIoNn 
Pinus 
Pinus austriaca 
From table 1 it will be seen that in the 1927 crop the cutting tests 
revealed 98 percent good embryos. A considerable number of these ‘‘good”’ 
embryos appeared yellow and rancid and this may account for the small 
germination percentages obtained. This same statement may be taken to 
apply in a greater or less degree to all of the 1927 seeds. This is not sur- 
prising in view of the fact that all of these seeds were practically a year 
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old before they were received and the vitality of most pine seeds decreases 
rather rapidly with ordinary storage. 


TABLE I. Results of Embryo Tests 


, Number Percent 

Species Crop of Seeds Good 

Examined Embryos 
BULES UINEOMNCD 52 Bion oe a 44 sds henge eo, 1928 100 69 
Cupressus macrocarpa...... = ei SONAL ore airs SoS VRE A UO IS! 100 59 
Libocedrus decurrens.............. Poue each eset onl LE CdS 50 40 
PSEC CONOIORSIS Bo a ee oo bv sen cies sock, 2 1928 100 74 
PECMRELELIEE We oo oe eae yesh s ok, ne. 1928 100 96 
DRILES MMTOTERE AEN PoRCER hus ee 1928 100 81 
LATS TT] ee 1928 100 93 
PEER SICH SS oe ae ox os oo oo Sensis cen 1928 100 79 
Ie TNTLIS G2 esi a a 1927 100 98 
OES ISCO ook og i ss dg hn, 1928 100 95 
PLOT EDOM SLATE eo eo. eR 1927 100 97 
POUUSBARRSIONE. pose ns os bee cd ck el. l, 1928 100 90 
LOSSES IE CUED OWED ome ee ON ee 1927 100 77 
BS ESA CHE eS he cite a 1928 50 92 
PAMUSICONLOFED @ Sine | WET yo Ne ks ER os 1928 100 99 
Pinus contorta Murrayana........................ 1927 100 98 
Pinus contorta Murrayana,1..................... 1928 100 98 
Pinus contorta Murrayana,ll..................... 1928 100 99 
Pinus contorta Murrayana, Ill.................... 1928 100 98 
DET SOUT Ge es 1928 25 96 
RAB USIOCHSENOVE A ft Is cs ce et. 1927 100 96 
TGP ESMICTESS LOE De a ee Ue Pee sd ih 1928 100 94 
Bae tEt Sie NCEY SOO Mo OU i ge ce ans ef 1927 100 80 
[ENTSTES Oe CAS iis oe an eae a 1928 100 70 
UG UIGABC LAOS Hen ee tse ee 1927 100 83° 
aS IRGC Sime Mo et A eo te GB oo 1928 50 54 
HRiHALS MS IUSL CTS en eee eee |e O27; 100 97 
LOTTE SE ATA Cece ee eo ns 1928 100 93 
MHS OL GUCNSIS, VF D6 os oe se Oe es no ae, 1928 — _- 
ge SaORGtCH SiS ee ae 1928 25 100 
MESHES LOMBDETUONE oo ee ok. cds Shed cn. cc. 1927 22 100 
UMW LOMOCHHONE, Vad os coe a oie e cen ous ods 1928 25 88 
Pinus Lambertiana, IL... . 2... ee ccc eee ee ee, 1928 50 78 
LE ILOSS UBUG TET ined aa epee en 1927 100 88 
ES I OUINO ere es alent} pia cho cab ke fone, 1928 100 100 
AIMS TIL OIACOLAN a Aa BAS eee eee oe eve 1927 100 79 
PLU SCILOITNL ONE Mee died oc. I8 othe seg res Bo whet ote a, 1928 100 95 
POU SOPONACI OSE Mele ht Ge i Ne gk canons ccd sone 1927 100 87 
ere SE PORLCCOSE IN Won. eee cue oe Shs oe nodes 1927 100 94 
TUM PUI OST nih sjaieevn cn jap eda wisnere| XO28 100 85 
URCRUS TEGNO SUH a Woh 2 ee eno Pe. ko dn noc 1927 100 97 
HMMA CELIGSO: Rene hae fies oe sey de aa ss oval 1028 100 95 
LSC een ee ey ey ae 1928 100 gI 
USO GUUS Fen econ eS ape incite qv sol O27 100 96 
aD USEOOUUS Aner eee ee ee 1928 100 98 
AUIS TLCY OL re 1927 100 85 
JURY IAEIT AUG Fa enc es ane ee en 1928 100 79 
Sctadopitys vertictllata. .. 0.0 cee cece ce ee cee ees 1928 100 go 
DC UMLOLOASCIIDCNUU CHS aa Eee ee) 1928 300 ie 
WMOCOCUUNTGISHChLUI ee ee 1928 200 76 
PLN areroantcc mgr tte. hn tale ee) f 1928 100 80 
LY OROCEIC ENTAIL sa en ee 1928 100 55 
PMU VE LOTIENEOI US Wee fire et cre ee spk ms Os, N  1928 100 74 


ee eS 


* Not enough seeds to make cutting test. 
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The highest germination from treated seeds of Pinus austriaca 1927 
was 16 percent which was obtained in 14 days after planting seeds which 
had been stratified for two months at 5° C. The average germination of 
the untreated seeds was 20 percent in 60 days. ~ 

Of the 1928 lot of seeds, 95 percent had good embryos and much higher 
germination percentages were obtained. Here the controls averaged 47 
percent in 24 days. Approximately the same results were obtained from 
one, two, or three months’ stratification at either 0° or 5° C. Seeds from 
these conditions gave about 50 percent germination in 12 to 18 days after 
planting in the greenhouse. Hence it might be said that stratification is 
effective in producing prompt germination of Pinus austriaca seeds but 
there is no appreciable increase in the number of seedlings. 


Pinus Banksiana 


Tozawa (7) reports 94 to 100 ‘‘real’’ percent germination for this 
species after the seeds had been subjected to ‘‘exposed burying storage”’ 
for a period of about four months. 

Experiments in this laboratory did not give such high germination 
percentages (tables 2 and 3). Results indicated that the beneficial effects 
of stratification in this case were to be found only in the hastening of 
germination since the average final germination percentage of the controls 
was practically as high as that of the treated seeds. It would seem ad- 
visable, however, to stratify these seeds at 0° or 5° C. for a period of two 
months prior to planting since it makes a difference of Io to 20 days in 
appearance of seedlings. 

The 1928 crop of seeds showed a slight increase in germination over 
the 1927 crop but this difference was not so marked as in the case of Pinus 
austriaca. 

Pinus Cembra 


Although germination tests were made on both 1927 and 1928 lots of 
these seeds, no seedlings were obtained. The cutting tests revealed many 
embryos which apparently were sound but which had a wrinkled and rather 
dried appearance. It is possible that none of these seeds were viable, but 
it is very likely that favorable after-ripening conditions have not yet 
been found. 

Kienitz (3) found that Cembra pine under the most favorable con- 
ditions in a seed bed rarely germinates the first year but there is abundant 
germination the second year. Zederbauer (9) also reports that Pinus 
Cembra and Pinus koraiensis proved especially hard to germinate. It is 
certain that the germination of Pinus Cembra seeds will require a great 
deal more study. 

Pinus contorta 


Of this species Toumey and Stevens (6) say: ‘‘The Pacific coast form 
of this species and the Rocky Mountain form known as lodgepole pine show, 
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in the nine tests from seeds collected in different regions and at different 
times, a remarkably low germination within the period of the test. In 
one sample but 14 percent germinated within the period of 50 days, yet 
cutting tests at the time of termination of the experiment showed that 
80 percent of the ungerminated seeds were sound. The average germi- 
nation in 50 days was only 11.2 percent and the highest 24 percent.’ 

All the seeds available for this study were of the 1928 crop. Ninety-nine 
percent of the seeds were apparently good. The response to stratification 
was definite and favorable. The optimum temperature for stratification 
seemed to be 5° C. and the time two months. Seeds planted after this 
treatment gave 86 percent germination in 18 days whereas the average 
for the checks gave 51 percent in 28 days. 


Pinus contorta Murrayana 


Although 98 percent of the 1927 crop of the seeds of this species con- 
tained embryos, the results of the germination tests indicated very low 
vitality, especially so when compared with the results of three lots of the 
same kind of seed from the 1928 crop. The highest germination percentage 
(6 percent) was obtained from seeds which had been stratified for two 
months at 5° C. The check lot of seeds averaged four percent germination 
so it cannot be said that stratification had any appreciable effect. 

There was, however, a decidedly favorable response to stratification in 
the 1928 seeds of which there were three different lots, numbers I, II, 
and III. Ninety percent of the seeds of number I germinated in 14 days 
after two months’ stratification at 5° C. while the average control for these 
same seeds gave 63 percent germination in 24 days. Similar results are 
to be found in the cases of numbers II and III. 

For Pinus contorta Murrayana, then, stratification of the seeds at either 
0° or 5° C. for one, two, or three months is decidedly beneficial in the 
production of prompt and complete stands of seedlings. 


Pinus Coultert 
Only a limited number of the 1928 crop of these seeds was available and 
yet they furnished one of the most striking examples of low temperature 


stratification effects. 
The sample plantings were of ten seeds each. Seeds which had been 


stratified at 0°, 5°, or 10° C. for one, two, or three months germinated to 
the extent of 80 to 100 percent in 19 to 25 days after planting in a flat in 
the greenhouse (text fig. 1, right). None of the untreated seeds had germi- 


nated at the end of 50 days. 


Pinus densiflora 
In this instance there was very little difference in the results of the 
germination tests on 1927 and 1928 seeds. The cutting tests also showed 
that the two lots were of practically equal vitality. 
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Stratification for two months at 0° or 5° C. proved effective in hastening 
germination. The seeds left at these temperatures longer than three 
months began to germinate. This was especially true of the 1928 seeds. 
A small percentage germinated at 10° C. before they had been in this con- 
dition one month. However, a sample planting of 1928 seeds after stratifi- 
cation for one month at 10° C. resulted in the best germination percentage 
(82) obtained in these tests. Hence it would seem that there would be 
very little if any loss due to seedling production in the oven at 10° C. and 
at the same time good results could be obtained from greenhouse plantings 
after one month at this temperature. It would be impractical to stratify 
at 10- C. for a longer period. 


Text Fic. 1. Seeds were stratified for one month at 0°, 5°, and 10° C. 


. : Picture 
tal en 25 days after planting. Left to right: Thuya gigantea; control, 0°, 5°, and 10° C., 
Pinus Coultert; control, 0°, 5°, and 10° C. 


Tozawa (7) reports 98 to 100 percent ‘‘real’’ germination of Pinus 
densiflora after four or five months’ “exposed burying storage” or “indoor 
burying storage.’ He also obtained 99 to 100 percent ‘‘real’”’ germination 
from one month (March) “exposed burying storage’’ and from dry storage. 
However, he found that the seeds with four or five months’ treatment 
germinated more readily. 


Pinus excelsa 


This species of pine proved one of the most difficult to germinate. 
The best germination was eight percent in 25 days. This resulted from a 
planting of 1928 seeds which had been stratified at 10° C. for three months 
In addition to the usual tests after one, two, and three months at On 5°, 
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and 10° C., plantings of the 1927 seeds were made after four and eight 
months at 5° C. There was no germination from the former and only one 
percent in 15 days from the latter. Seeds of the 1928 crop were tested 
after four months at 0°, 5°, and 10° C. Those from 0° C. germinated to 
the extent of two percent 25 days after planting in the greenhouse. 

Additional seeds of the 1928 crop were stratified at an alternating 
temperature of — 5° to 5° C. and at a constant temperature of 15° C. for 
periods of one, two, three, and four months. Sample plantings were made 
from each temperature at the end of each of these periods but no seedlings 
were produced. 

Since the cutting tests revealed 80 and 79 percent good embryos in the 
1927 and 1928 lots, respectively, it is evident that the methods here reported 
are unsatisfactory for the treatment of seeds of Pinus excelsa. 


Pinus flexilis 


A reference to table 1 will show that in this case the 1927 seeds were 
better than the 1928. In either case the seeds may bel left ators? lor 
10° C. for one, two, or three months. The response of the 1927 seeds to 
any of these conditions was very marked. For instance, after two months 
at 5° C., a sample planting gave 100 percent germination 18 days after 
planting, while the control produced 50 percent germination in 40 days. 

The stratification effects were not so striking for the 1928 seeds (tables 
2 and 3). Here the principal result was the shorter germination period 


of treated seeds, as the final germination percentages from untreated seeds 
approximated the number produced from treated seeds. 


Pinus insignis 
As would be expected from the results of the cutting tests (table 1) 
1927 and 1928 crops of these seeds behaved in a similar manner. For 
both of them 5° C. for two or three months was favorable for after-ripening. 
Seeds thus treated produced a rather complete stand of seedlings (75 to 84 


percent) in 14 to 18 days while the untreated seeds required 50 to 70 days 
for a smaller percentage germination (69 percent). 


Pinus koraiensis 


No 1927 seeds of this pine were available but experiments were per- 
formed with two different lots of 1928 seeds. From table 3 it will be seen 
that the first lot (Pinus koraiensis 1 1928) gave 20 percent germination 
within 25 days after planting when the seeds had been stratified for three 
months at 5° C. Seeds of Pinus koraiensis II 1928, however, did not 
germinate at all when planted after stratification at 0° or 5° C. for one, 
two, or three months, but produced seedlings to the extent of ten percent 
after stratification for one or two months at 10° C. When these seeds 
were planted after stratification for five months at 0° or 5° C., 33 percent of 
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them germinated in 43 days. This seems to point to the need of a long 
stratification period. 

Seeds of Pinus koraiensis were also stratified for one, two, and three 
months at a constant temperature of 15° C. and at a weekly alternating 
temperature of — 5° to 5° C. Results of sample plantings showed these 
temperatures to be of little value for stratification. 

In all sample plantings of stratified seeds of this species only ten seeds 
were used in each lot. 

Samples of one hundred seeds each of Pinus koraiensis I 1928 were 
planted in flats and put in cold frames in mulched, board-covered, and open 
soil on December 10, 1928. On July 2, 1929, seeds held under the three 
conditions had germinated to the extent of 12, 21, and 6 percent, re- 
spectively. 

Further experiments on Pinus koraiensis are now being planned. 


Pinus Lambertiana 


In spite of the fact that embryo tests of Pinus Lambertiana II 1928 
showed that the seeds of this lot were inferior to those of Pinus Lambertiana 
I 1928 or of Pinus Lambertiana 1927 (table 1), the highest germination 
percentage (92) was obtained with these seeds after they had been stratified 
for three months at 10° C. Each of the three lots, however, showed the 
marked effect of low temperature stratification as an effective agent for 
hastening germination. ‘This fact is clearly shown in tables 2 and 3 and is 
significant in view of the difficulties in germination reported by Toumey and 
Stevens (6). They say that the earliest germination attained in any of 
the tests was 20 days. In some of their samples there was no germination 
in 50 days. The germination in 50 days averaged but eight percent. 

Jacobs (2) reports the normal germination of sugar pine based on 12 
tests for 120 days as varying from 18 to 53 percent. Soaking for four days 
and exposure to freezing for 48 hours he found most favorable to induce 
the early and complete sprouting of sugar pine seeds. The beneficial 
action of soaking, Jacobs considered due to the action of bacteria in tap 
water exposed to air. This is recommended as a possible means for ob- 
taining a high percentage of vigorous seedlings in nursery beds. He found 
soaking for four days most beneficial of all pretreatments tried and in his 
lots 1 and 4 the germination reached 80 and 73 percent (‘‘real’’ germination 
percent), respectively, in a period of 20 days. He used fresh seeds, that is, 
extracted seeds which had been dried for one week at an average room 
temperature of 22° C. before being used for germination tests. 

Stratification effects on Pinus Lambertiana II 1928 here reported com- 
pare favorably with the germination results of Jacobs (2). After three 
months at 0°, 5°, and 10° C. these seeds produced seedlings to the extent of 
92, 85, and 118 ‘‘real’’ percent, respectively (table 2). A ‘‘real’’ percentage 
of over 100 is due either to the planting of seeds which have more than the 
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average number of good embryos or to the selection of poor seeds for the 
cutting tests. 
Pinus Laricio 

For the 1927 seeds one or two months at either 0° or 5° C. puts the seed 
in condition for sprouting. Here the beneficial effect of low temperature 
treatment is to be found only in the earlier stands of seedlings since the un- 
treated seeds germinated equally well but in 60 days as compared to 14 
to 18 days for the treated seeds. 

The 1928 seeds were not received until May 1929, and seem to have 
poor germination quality (tables 2 and 3). However, the stratification 
effects are noticeable (table 3). 


Pinus monticola 


Of the seeds of this species Toumey and Stevens (6) say: ‘The earliest 
germination was in 25 days. The highest number of sound ungerminated 
seeds after 50 days was 48 percent. In this sample no seeds germinated 
within the 50-day period. Taking these samples as a whole they show a 
remarkably low germination capacity. Furthermore, the germination in 50 
days averaged but 2.7 percent.” 

Wahlenberg (8) has worked with these seeds and reports that fall 
sowing of western white pine results in prompt and complete germination 
the following spring. Larsen (4) reports the same beneficial effect of fall 
sowing. 

The 1927 and 1928 lots of seeds used in the present study had 79 per- 
cent and 95 percent good embryos. Consequently there should have been 
a better yield of seedlings from untreated seeds than that reported by 
Toumey (6). We have obtained similar results. The average percentage 
obtained after 50 days in the 1927 lot was 11 and that obtained from the 
1928 seeds was ten in the same period. 

In the 1927 seeds, the best germination obtained was 48 percent. This 
resulted 70 days after planting seeds which had been stratified for three 
months at 5° C. However, the major portion of these seedlings had been 
produced at the end of 37 days. 

The best germination obtained in the 1928 seeds (30 percent 23 days 
after planting) was the result of three months’ stratification at 0° C. 

Four and five months’ stratification at 0°, 5°, and 10° C. as well as one, 
two, three, and four months at aweekly alternating temperature of 5° to 10° C. 
were also tried with the 1928 seeds. None of these results were superior 
to those already given. 

Three flats of 1000 seeds each were planted and put in cold frames in 
mulched, board-covered, and open soil December 10, 1928. On July 2, 
1929, these flats showed germinations of six, eight, and seven percent, re- 
spectively. The number of seedlings obtained in this experiment was 
unduly low because part of the seeds were eaten by mice. 
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Pinus ponderosa 


Toumey and Stevens (6) report an average germination of 43 percent 
in 50 days with the earliest germination within ten days after starting the 
tests. They found that some samples attained a germination as high as 
22 percent in ten days and that the germination energy period was usually 
within 25 days and sometimes within 15 days after seeding (text fig. 2, 
right). 

Both lots of 1927 seeds used in the present experiments yielded better 
productions of seedlings than the 1928 seeds. In general Pinus ponderosa 


Text Fic. 2. Seeds were stratified for two months at 0°, 5°, and 10° C. Picture 


taken 19 days after planting. Left to right: Pinus resinosa 1928; control, 0°, 5°, and 10° C 
Pinus ponderosa 1928; control, 0°, 5°, and 10° C. 


seeds germinate readily without treatment of any kind. In every case the 
untreated seeds had begun to germinate in ten days and in one case (Pinus 
ponderosa II 1927) the germination within this period amounted to 36 
percent. This is in agreement with Toumey’s report as is the fact that the 
germination is practically complete within 20 to 30 days. However, a 
higher final germination percentage (50 to 79 percent) was obtained in the 
present experiments. 

Stratification for one or two months at either 0° or 5° C. has the ad- 


vantage that a higher germination percentage (74 to 97 percent) is promptly 
obtained (tables 2 and 3). 


Pinus resinosa 


Both the 1927 and 1928 seeds responded favorably to stratification for 


one, two, or three months at 0°, 5°, or 10° C. Very good germination 


(from 73 to 95 percent within a period of 14 to 25 days) was obtained in 
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all cases (text fig. 2, left). However, the control lots of seed also produced 
good stands of seedlings (64 to 67 percent in 20 to 24 days). 

In tests on Pinus resinosa, Toumey and Stevens (6) obtained an average 
germination of 33.6 percent in 50 days. They. also report that taking the 
samples of this species as a whole, the peak of germination was attained in 
25 days or less. 

Pinus rigida 

Only 1928 seeds of this species were tested. Table 3 reveals very 
clearly the beneficial effect of stratification. Here it is seen that one month 
at 5° C. gave as good results as two or three months. Seeds planted after 
one month at 5° C. gave 87 percent germination after 12 days and 95 per- 
cent after 18 days and if the experiment was extended to 40 days the 
percentage germination reached 99. This is in sharp contrast to the un- 
treated seeds of which only three percent had germinated after 12 days 
and which reaches 33 percent after 50 days (text fig. 3). 

Very good germination (79 to 96 percent) was also obtained after one, 
two, or three months at 0° or 10° C. (table one 


Pinus Strobus 


The seeds of this species proved rather difficult to germinate. In spite 
of this fact, however, the low-temperature effects were quite marked and 
especially so in the 1927 seeds. For instance after two months at 5 ae 
69 percent of the seeds had germinated 24 days after planting while the 
corresponding control showed three percent germination 60 days after 
planting (see table 3). 

After the same stratification period the 1928 seeds attained 26 percent 
germination in 24 days, while the corresponding control yielded four 
percent 28 days after planting. 

Seeds were also stratified at a weekly alternating temperature of — 5° 
to 5° C. as well as a constant temperature of 15° C. From these stratifi- 
cations sample plantings were made after one, two, three, and four months. 
The results showed these temperatures inferior to those of 0°, 5. wancio ae. 
or after-ripening. 

Pinus Strobus seeds have been reported as being very irregular in 
germination and as being greatly benefited by fall sowing (Toumey, 6), 
which practice is, of course, essentially the same as low-temperature 
stratification. 

According to Schmidt (5), Pinus Strobus stored dry will not germinate 
without soaking in water. He advises storage in a cool, moist room for 
30 days after a swelling period of 16 hours. As a result of treatment with 
a 16-hour water bath, he reports 78 percent germination. He also soaked 
the seeds in one percent hydrogen peroxid for 16 hours. From these 
seeds he obtained 81 percent germination in 60 days. 
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PINUS RIGIDA 
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Text Fic. 3. The effect of stratification at 5° C. for one, two, and three months on 


germination of the seeds of Pinus rigida. Dotted line shows the percentage of good seeds 
as revealed by embryo tests. 
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Pinus Thunbergii 


Seeds of both 1927 and 1928 crops proved difficult to germinate. The 
highest germination obtained was 20 percent. Five degrees C. proved as 
good as any temperature for af ter-ripening these seeds. When one compares 
the percentage and time of germination of the stratified and untreated 
seeds (table 3), the benefit of the low-temperature treatment is apparent. 
However, it leaves much to be desired. 

One thousand seeds each were planted in three flats which were put in 
cold frames December 10, 1928, in mulched, board-covered, and open soil. 
On July 2, 1929, seedlings had been produced to the extent of two, four, 
and five percent, respectively. 


Other Coniferae 
Abtes arizonica 


Cutting tests showed that 69 percent of the seeds had good embryos. 
The best germination was 43 percent which was obtained 4I days after 
planting seeds which had been stratified for one month at 0° C. (table 2). 
However, seeds which had been stratified for two months at 5° C. produced 
seedlings to the extent of 36 percent within 14 days after planting. Since 
the control gave only two percent germination after 50 days, the beneficial 
effect of low-temperature treatment is evident. 


Cupressus macrocarpa 


Toumey and Stevens (6) found that the highest germination in 50 days 
was 17 percent and the average 9.7 percent. They report the highest 
germination capacity as 37 percent and the average only 16.2 percent. 

In spite of the fact that cutting tests showed a germination capacity 
of 59 percent, the average germination of untreated seeds in the present 
tests was only six percent after 50 days (table 3). However, higher per- 
centages were obtained after low temperature treatment. The best germi- 
nation was 22 percent which resulted 23 days after planting seeds which 
had been stratified at 0° C. fortwo months. ‘The best stratification tempera- 
ture tried for these seeds was 0° C. (table 3). 


Libocedrus decurrens 


A small number of 1928 seeds of this species were received in May 1929. 
Cutting tests revealed only 40 percent good embryos. 

The highest germination obtained was 23 percent (58 percent real 
germination) which resulted 24 days after planting seeds which had been 
stratified for one month at 0° C. These seeds also responded well to two 
months’ stratification at either 0° or 5° C. (table 2). In any case low- 
temperature treatment had a marked effect since the control lot of seeds 
had germinated to the extent of only one percent in 50 days. 
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Picea canadensis 


Stratification at 0° C. proved more favorable for after-ripening these 
seeds than at 5° C. while 10° C. could not be used at all because too many 
seeds (16.4 percent) germinate within a month at this temperature. From 
table 2 it will be seen that the highest germination percentage (96 percent 
in 25 days) was obtained after the seeds had been kept for two months at 
o° C. The untreated seeds germinated to the extent of 48 percent in 26 
days (table 3). Toumey and Stevens (6) report 37 percent as the highest 
germination percentage obtained in 50 days. 

Only 1928 seeds of this species were available for the present tests. 


Picea excelsa 


The response of these seeds to low temperature stratification was 
essentially the same as that of Picea canadensis (tables 2 and 3). 


Picea Omorika 


In this species stratification for one or two months at 0°, 5°, or 10° C, 
appears to be equally good. The highest germination was 66 percent 
within 15 days after planting. In view of the fact that cutting tests 
revealed only 81 percent good embryos, the above percentage represents 
fairly complete germination. ‘The average control gave ten percent germi- 
nation in 16 days. 

Picea pungens 

In this case one month’s treatment at 0°, 5°, or 10° C. is sufficient to 
give a stand of seedlings of from 74 to 80 percent in 16 days (table 2). The 
germination of the untreated seeds was only 47 percent in 50 days. 


Picea sitchensis 

This species proved more difficult to germinate than the other species 
of Picea included in this study. Of these seeds Toumey and Stevens (6) 
observed that germination seldom gets well under way for a period of 20 
to 30 days and usually many sound seed remain ungerminated after a 
period of 50 days. 

This same observation was made in the present study. However, 
since seeds which had been stratified for two months at 5° C. yielded 24 
percent seedlings in 27 days and the control yielded only four percent in 
40 days, again we can say that although we do not obtain a complete stand 
of seedlings the beneficial effect of stratification is evident. The germination 
tests were allowed to continue for 60 days. 


Sciadopitys verticillata 
Sciadopitys verticillata seeds were obtained from Conyers B. Fleu, 


seedsman, and were received in this laboratory January 2, 1929. The 
seeds were of the 1928 crop and were originally from Japan. 
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Germination tests of these seeds were made preliminary to storage 
tests which are now in progress. Oven tests of 200 seeds each were made 
in peat at constant temperatures of SlCr 82047 28") oo wand Beas 
as well as daily alternating temperatures of 10° to 30° C., 15° to 30° C., 
20°7t0).30° Cand 20° to. 346° Ce ‘The best germination temperature proved 
to be 20° C. where a percentage of 52.5 was obtained in 61 days with a 
final percentage of 60.5 in five months. The period of these tests was 
seven months. 

Stratification of these seeds differed from that of any other seeds in 
this report in that three different media (peat, leached peat, and muck) 
were used. One thousand seeds each were placed in each medium at 
constant temperatures of 0°, 5°, 10°, and 15° C. as well as daily and weekly 
alternating temperature of 5° to 10° C, At the same time (January 1920) 
1000 seeds each were planted in five flats, one of which was placed under 
each of the following conditions: I, open cold frame; 2, mulched cold frame; 
3, board-covered cold frame; 4, lowest temperature greenhouse available 
(40°-45° F.); and 5, highest temperature greenhouse available (65°-70° F.). 
The greenhouse temperatures increased, of course, as the season advanced. 

Sample plantings from all the stratifications were made after two, 
three, four, five, and six months. The seedling productions from 0°, 5°, 
and 10° C. for one, two, and three months are shown in table 2. The best 
stratification conditions found were 10° C. for one or two months, or 0° 
or 5° C. for two months. No seedlings have as yet been obtained from the 
fourth, fifth, or sixth month's planting. However, since the seedlings do 
not begin to appear until 60 to 70 days after planting and since these last 
plantings were made in June, July, and August, 1929, it is possible that the 
seedling production will indicate some advantage in stratification. 

In view of the results of the tests it would seem that stratification has 
no particular effect in hastening the germination of seeds of Sciadopitys 
verticillata since the untreated seeds grow just about as well as the treated 
ones (table 3). 

Of the seeds which were planted in flats, those in the warm greenhouse 
germinated first. Here the germination reached 13.6 percent in three and 
one-half months and in four months the percentage was 27.3. After four 
months this flat was badly infected with damping-off which doubtless 
precluded additional germinations. Seedlings appeared in the low-tempera- 
ture greenhouse after seven months (7.5 percent), while the seeds in the 
cold frames had produced no seedlings in this period. 


Sequoia sempervirens 


A lot of 1928 seeds of this tree were exceptionally poor in quality. 
Three hundred seeds were cut open and 88.7 percent of them were empty 


or molded, only 11.3 percent appearing good. | 
The usual stratification and sample plantings were made but no seedlings 
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were obtained. Toumey and Stevens (6) obtained as high as 21 percent 
germination in 50 days and an average germination of 8.8 percent. 


Taxodium distichum 


The germination capacity of these seeds as shown by the embryo tests 
was 76 percent (table 1). Stratification for one month at SiG seemed 
TAXODIUM DISTICHUM 
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Text Fic. 4. The effect of stratification at 5° C. for one, two, and three months on 
germination of the seeds of Taxodium distichum. 


satisfactory for after-ripening the seeds. From seeds thus treated a seedling 
production of 39 percent was obtained in 28 days. The corresponding 
untreated seeds germinated to the extent of four percent in the same length 
of time (table 3 and text fig. 4). 

Production of seedlings was much more prompt and complete than that 
reported by Toumey and Stevens (6). They found that the earliest germi- 
nation was in 50 days and that in most samples there was no germination 
within the period of the test. The average germination in 50 days was 
reported as 0.7 percent and the highest three percent. 
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Thuya gigantea, Thuya occidentalis, and Thuya orientalis all responded 
to two months’ stratification at 5° C. In each case the treatment resulted 
in more prompt and complete stands of seedlings than in the control lots 
of seeds although this difference was more marked in the case of Thuya 
gigantea (table 3 and text fig. 1, left). 

The results agree in general with the germination of Thuya occidentalis 
as reported by Toumey and Stevens (6). They found that the highest 
germination in 50 days was 65 percent while the average was 33.9 percent. 
In their samples germination started from ten to 15 days after beginning 
the test and the crest was usually reached within a period of 25 days. 


SUMMARY 


I. Experiments on the seeds of several coniferous trees revealed a 
general favorable effect of low temperature stratification on seed germi- 
nation. 

2. Sample plantings made in the greenhouse after stratification in moist 
acid peat at 5° C. for a period of two months not only saves time in seedling 
production but also produces more complete seedling stands in the majority 
of cases. In some instances other stratification temperatures or periods 
or both prove more advantageous. 

3. Pinus austriaca, Pinus Banksiana, Pinus Laricio, and Pinus ponderosa 
gave a much more prompt production of seedlings (stand complete 8 to 48 
days sooner) after stratification for two months at 5° C. However, the 
actual number of seedlings produced from treated and untreated seeds was 
about the same. 

4. Pinus contorta, Pinus contorta Murrayana, Pinus Coultert, Pinus 
densiflora, Pinus flexilis, Pinus insignis, Pinus monticola, Pinus resinosa, 
Pinus rigida, Pinus Strobus, Pinus T hunbergit, Abies arizonica, Libocedrus 
decurrens, Picea Omorika, Picea sitchensis, T huya gigantea, Thuya occi- 
dentalis, and Thuya orientalis show decided beneficial effects of stratification 
at 5° C. for a period of two months. Not only are the seedlings produced 
in a shorter period of time, but the actual number of seedlings produced is 
greater than in the corresponding controls. 

5. Three months’ stratification at 10° C. resulted in the best germination 
(8 percent after 25 days) of Pinus excelsa obtained in these tests. This 
was better than the average control (2 percent in 60 days), but further 
study is needed. 

6. Pinus koraiensis responded equally well to stratification for three 
months at 5° C. or for one or two months at 10° C. However, the best 
germination (33 percent in 43 days) was obtained after the seeds had been 
stratified for five months at either 0° or 5° C. 

7. Pinus Lambertiana seeds gave best germination after stratification 
for three months at 10° C. Pinus Lambertiana II 1928 thus treated yielded 
92 percent germination in 25 days while the average control of the same 
lot had produced no seedlings in 70 days. 
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8. Stratification of Cupressus macrocarpa for two months at 0° C. gave 
about four times as many seedlings in one-half the time required by un- 
treated seeds. 

9. Picea canadensis and Picea excelsa preferred treatment at GQ Ney TOL 
two months, after which they attained germinations of 96 and 90 percent, 
respectively, in 25 days whereas the average controls gave 48 and 53 per-_ 
cents in 26 days. Picea pungens, on the other hand, responded equally 
well to low-temperature treatment at either 0° or 5° C. for one month, 
germination tests from these conditions showing percentages of 79 and 
80 in 16 days with the corresponding check yielding 47 percent in 50 days. 

10. Sciadopitys verticillata germinates well after three and one-half 
months in a warm greenhouse (65° to 70° F.). Sample plantings after 
two, three, four, five, and six months of stratification at constant tempera- 
tures of 0°, 5°, 10°, and 15° C. as well as daily and weekly alternating 
temperatures of 5° to 10° C. failed to show any beneficial effects. Outside 
plantings in mulched, board-covered, and open soil showed no advantage. 

11. One month at 5° C. proved most satisfactory for pretreatment of 
Taxodium distichum seeds. Treated seeds germinated to the extent of 39 
percent in 28 days while the untreated seeds gave four percent germination 
in the same length of time. 

12. Pinus Cembra and Sequoia sempervirens seeds used in this study 
produced no seedlings at all. Seeds of the former appeared wrinkled and 
rather dried when the outer coat was removed. Cutting tests of 300 seeds 
of the latter showed 11.3 percent good embryos. 

13. Weekly alternating temperatures of — 5° to 5° C. were tried in 
the case of Pinus excelsa, Pinus koraiensis, Pinus Lambertiana, Pinus 
Strobus, and Pinus Thunbergii. This alternate freezing and thawing 
apparently has no beneficial effect. 
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IS THE ASTER-YELLOWS VIRUS DETECTABLE IN ITS INSECT 
VECTOR? 


IRENE D. DOBROSCKY 


The leaf hopper, Crcadula sexnotata Fall., has been shown to be the spe- 
cific carrier of the virus of aster yellows (6). Furthermore, this virus must 
remain in the body of the insect for at least ten days before it can reinfect 
another plant. Similar conditions have been found to obtain in the case of 
curly top of sugar beets and the leaf hopper, Eutettia tenellus (Baker) (8) ; 
and, also, in the case of streak of maize and the leaf hopper, Balclutha mbila 
Naude (9). The necessity for an incubation period of the virus would seem 
to indicate that we are dealing with an organism which must either multiply 
in the insect or undergo a definite part of its life cycle there. This simulates 
closely the facts known about malaria, yellow fever, Texas cattle fever, 
nagana disease of cattle, and African sleeping sickness. 

Because of the long incubation period of the aster-yellows virus in its 
insect vector it was thought this leaf hopper might be a favorable one in 
which to detect the virus. An intensive study of the morphology and cytol- 
ogy of the insect was therefore undertaken. Such a study might result in 
the discovery of the causative agent of yellows or some evident reaction of 
the insect to the virus. It might result even in the discovery of an intra- 
cellular body associated with the virus in the insect. 

Botanists who have studied the tissues of plants affected with virus dis- 
eases have found intracellular bodies in connection with many of these dis- 
eases. At least twenty-eight species of plants having the mosaic type of 
virus disease have been reported as containing these so-called ‘‘x-bodies,”’ 
or inclusion bodies. 

Plants affected with the yellows type of virus diseases, such as aster 
yellows, peach yellows, curly top of sugar beets, and cranberry false blos- 
som, have not been found to contain intracellular bodies. The morphological 
symptoms of a plant affected with aster yellows are, however, very striking 
and characteristic. Nevertheless, no bacterium, protozoan, or fungus has 
been found associated with the disease. The causative agent has not been 
found in those plants susceptible to the aster-yellows virus. It seemed ad- 
visable to search for it in the insect. 


METHODS 
The histology and cytology of the leaf hopper, Cicadula sexnotata, were 
studied by making smears and examining these under dark-field illumina- 
tion, by gross dissections of the alimentary tract, and by serial paraffin 
sections. 
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Smears. In making smears about fifty adults, hatched and reared on dis- 
eased asters, were used. Similar virus-free adults served as checks. Each 
insect was slowly crushed between a slide and a cover slip and, while the 
smear was still wet, it was examined under dark-field illumination. Numer- 
ous globules of fat were observed, some showing Brownian movements. 
There was no indication of vital movement shown by any of the bodies in the 
smears. 

When the smears had dried they were stained with Wright’s blood stain 
for one minute. All the slides showed small brownish granules which were 
the pigment granules of the compound eyes. About one-half of the smears 
contained oval-shaped bodies 8 yp to 12 y long, with pink capsule-like rims, 
blue cytoplasm, and bright red nuclei. A few forms were found dividing. 
These bodies resemble the spores of Cladosporium, a soil-infesting fungus. 
As the spores were never found in the paraffin sections, it is probable that 
the insects bore them externally. Nuclei of all sizes and stages of activity 
were found in the smears. Crushed nuclei in the spireme stage took a pink 
stain and resembled clumps of bacteria. Many fragments of broken sperms 
were found but there was nothing present resembling either a bacterium or 
a flagellate. 

Dissections. Gross dissections were made to study the alimentary canal. 
The stomach was found distended with a dark brown fluid. Continuing 
from the stomach is a narrower portion of the midintestine. This is very 
white and opaque in appearance, due to the accumulation of calcium-car- 
bonate crystals within the cells. It is thought that the liquid food passes 
by osmosis from the stomach to the posterior intestine without passing 
through this narrow portion of the midintestine. Two of the most important 
appendages of the alimentary canal are the salivary glands and Malpighian 
tubules. The Malpighian tubules are four in number, rather large and 
thick. The salivary glands are in the head and prothorax. They are so 
small and so transparent that it is difficult to find them. 

No eysts, lesions, or abnormal enlargements of any organ were found in 
the course of this macrodissection. 

Paraffin Sections. More than a thousand insects, adults, and nymphs 
were fixed in various reagents, including Gilson’s, Regand’s, Bouin’s, Flem- 
ming’s weak, and Carnoy’s solution. The sections were cut-at 4 or 7.5 u. 
They were then stained with Wright’s, Giemsa’s, Wolbach’s Modified 
Giemsa, Heidenhain’s Haemotoxylin, Flemming’s, Mallory’s Methylene 
blue, Pianese III B, Gentian violet, and Safranin, or acid fuchsin stain. 
For secretory cells of the salivary-gland type, Gilson’s fixative followed by 
Wright’s Romanowsky stain gave the best results. The Romanowsky stain, 
as put up by Coleman and Bell Co., proved most satisfactory. McNeal (7) 
has recently shown that there are four essential dyes in this stain. They are 
eosin, methylene blue, methylene azure, and methylene violet. 
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OBSERVATIONS 


The parasites which cause malaria are found in eysts in the stomach 
walls and also as free swimming flagellates in the salivary glands of their 
mosquito hosts. Herpetomonas associated with oriental sore was found in 
the salivary glands of the fly Phlebotomus papatas: (1). Holmes (5) 
found Herpetomonas elmassiani (Migone) in the salivary glands of On- 
copeltus fasciatus Dall., a bug which feeds on milkweeds. The flagellate, 
Leptomonas davidii Lafont, was found by Franca (4) in the salivary glands 
of the hemipteron Stenocephalus agilis Scop. which feeds on Euphorbias. 
These organisms are all ingested by their insect hosts. In several insect- 
borne diseases the causative organism has been found in the alimentary 
tract, proper. It seemed advisable, therefore, to make an intensive study of 
the salivary glands and the alimentary tract of the leaf hopper in question 
in the hope of finding some indication of the presence of the virus. 

Salivary glands.* The salivary glands lie beneath the brain and oceupy 
the dorsal floor of the head. They are made up of equal halves lying on 
either side of the esophagus. Each half resembles a small bunch of grapes 
with a fore-shortened central stem. The lobules, twenty-three in each half, 
are large secreting cells containing two nuclei. Physiologically, the salivary 
glands may be divided into three types of cells, the mucous cells, the serous 
cells, and the cells which line the accessory or reservoir glands. 

In making a comparative study of the salivary glands of healthy and 
viruliferous individuals, the following characteristics were noted: 1. Size, 
shape and staining properties of each lobule; 2. Texture and staining re- 
action of cytoplasm; 3. Vacuoles and inclusions in cytoplasm; 4. Size, stain- 
ing properties and physiological state of nuclei; 5. Amount of secretion. 

Though several hundred insects were examined with these points in 
mind, no constant difference was observed. No lesions, no cysts, no dif- 
ference in size or shape of lobules, nor any alteration in the physiology of 
the cells, as indicated by their staining reactions, could be found. 

After this study of the cytology of the secreting cells, the author pro- 
eeeded to look for any foreign organism that might be present. The 
numerous stains used were calculated to detect the presence of bacteria, 
fungi, protozoa, Rickettsia or x-bodies. None of these was found in the 
salivary glands of either the normal or the viruliferous individuals. 

In one experiment a series of adults, fed from one to twenty-three days 
on diseased asters, was studied in the hope of finding some progressive 
symptoms to account for the incubation period of the virus. No symptom 
indicative of the presence of the virus could be found. 

1A more detailed morphological description of the salivary glands will be published 
by the author in another paper. 
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SALIVARY | 
GLANDS 


Fic. 1. A. Longitudinal section of adult female of Cicadula sexnotata. Shows salivary 

glands in prothorax and mycetome on either side of the first and second 
abdominal segments. (7 wu thick, x 50.) 

B. Mycetome in detail. Note zone of empty cells with small marginal nuclei, 
(7.5 pw, thick x 430.) 

C. Midintestine of disease-carrying insect. (7 wu thick, x 180.) 

D. Salivary glands of adult insect starved ten hours. (7 y thick, x 200.) 

E. Lateral view of salivary glands of healthy normal insect. (7 p thick, x 160.) 


In another experiment some adults were starved and their salivary 
olands compared with those of normal insects in order to see how the cells 
were altered. It was found that the individual cells of the glands of 
starved insects were larger, due to an accumulation of secretion. This is. 
illustrated in figure 1, D. Figure 1, E, shows the salivary glands of a 
normal healthy insect. 

Alimentary tract. It is a well known fact that most insects shed their 
chitinous covering several times during the course of their development. 
The anterior and posterior intestines are lined with a thin intima, a con- 
tinuation of the outer heavy chitin. This intima is shed along with the 
outer coat when the insect molts. An insect which has fed on a diseased 
plant and becomes infective does not lose its infective principle in spite 
of this process of shedding. Since the midintestine is not lined with in- 
tima, it would seem that this is the logical place to look for obligate para- 
sites. Figure 1, C, is a photograph of the anterior portion of the mid- 
intestine, showing the large darkly stained cells which compose it. 
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It has been found in the case of several insect-borne diseases that the 
parasites are first localized in some part of the alimentary canal and from 
there get into the salivary glands. Cicadula sexnotata was found remark- 
ably free from all parasites. Its alimentary tract does not harbor any 
foreign organisms. 

Cowdry (3) examined one hundred and eleven species of insects and 
found that nineteen contained Rickettsia bodies. The writer, using Cow- 
dry’s methods of staining and fixing was unable to find any Rickettsia in 
the body of this leafhopper.? 

Mycetome. The mycetome is an organ present in most Homoptera. This 
might easily be mistaken for a sign of the disease in the insect under dis- 
eussion. Witlazil (11) regarded it as excretory in function, others ascribed 
to it a nutritive function. Sule (10), Buchner (2), and Glaser, however, 
have concluded that the organ is parasitic. 

The mycetome is a large paired organ located in the first two abdominal 
segments, as shown in figure 1, A. The cells composing it are closely 
packed with organisms of a fungal nature, whence the organ derives its 
name. 

Three distinct zones, comprising different types of cells, can be seen 
in this organ. Figure 1, B, an enlargement of a portion of the mycetome, 
shows these zones very clearly. In the center of the organ are numerous 
compact cuboidal cells. The nuclei are almost one-half as large as the cell, 
and the cytoplasm is densely filled with a mycelium-hke growth. With 
Wright’s stain this zone is colored dark blue. The next zone is composed 
of very much larger cells with smaller nuclei. The cytoplasm is obscured 
by the presence of the thick mycelium-like strands. This zone stains a 
pinkish purple. The third zone is one-cell thick, the cells being almost 
empty of cytoplasm. Nothing but small, compact, dark blue nuclei are 
to be found along the borders of these outer cells. 

The whole organ is embedded in the fat tissue and has no direct con- 
nection with any other organ. It is present in virus-free as well as virus- 
bearing individuals. The organisms within this mycetome are supposed to 
migrate to the eggs and are so transmitted from one generation to another. 
Since this organ is hereditary and since it is not in communication with 
any other organ, it is not likely that it can be concerned in the problem of 
the insect’s ability to harbor the yellows virus. 


DISCUSSION 


The virus diseases of plants are essentially insect-borne. Sucking in- 
sects, especially aphids and leaf hoppers, are the chief disseminating agents 

2 Dr. Cowdry was kind enough to examine some of the writer’s slides and confirmed 
this conclusion. 
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under natural conditions. Of the leaf hoppers known to be virus vectors, 
all but one are very closely related in the classification of insects. 

Up to the present time, no one has done any intensive research on 
the morphology and cytology of these insect vectors with the view to lo- 
eating the virus. The writer has been unable to find any histological or 
cytological differences between virus-free and virus-bearing individuals of 
the species Cicadula sernotata. While the tecnique used has given only 
negative data, it is possible that other methods of fixing and staining may 
yield positive results. 

A study of the other insect carriers of plant viruses may give a clue 
as to where the yellows virus may be located in the body of the insect. Phy- 
siological studies may also throw light on the subject. Significant results. 
might be obtained by making determinations of the pH of individual in- 
sects. If certain portions of virus-carrying individuals were isolated and 
healthy insects made to feed on them, one might get an indication of the 
whereabouts of the virus. Several attempts have been made to culture the 
virus in plant decoctions. Some experiments in culturing the virus in 
insect juices should also be undertaken. 


SUMMARY 


A study of smears of virus-bearing insects under dark field illumination, 
of gross dissections, and of paraffin sections did not reveal any visual evi- 
dence of the presence of the aster-yellows virus in Cicadula sexnotata. 

The mycetome, a hereditary parasitic organ, is evidently not concerned 
in the problem of the virus-carrying ability of the insect. 

After an intensive study of the salivary glands and alimentary tract of 
Cicadula sexnotata with a view to finding the causative agent of aster yel- 
lows, the writer was unable to find such an agent or any lesions which 
might be due to the presence of such an agent. No bacterium, Rickettsia, 
fungus, protozoan, or x-body was found which could be considered of 
etiological significance. 

Boyce THompson INSTITUTE FoR PLAntT REesEarcu, Inc. 

YonKERS, NEw York. 
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INFLUENCE OF ENVIRONMENT ON THE CALLUSING 
OF APPLE CUTTINGS AND~ GRAFTS 


WILLIAM B. SHIPPY 


INTRODUCTION 


A particular impetus for the study of callus physiology has been given 
by the results of recent investigations with apple crowngall which tend to 
show that the larger proportion of overgrowths on root-grafted trees are 
not bacterial tumors but callus tumors, formed chiefly as proliferations of 
the scion lip (Melhus, 1926). The fact that overgrowths may be non- 
parasitic in origin does not minimize their importance, but throws the 
emphasis of control on the regulation of growth processes of individual 
plants. This would obviate the consideration of their spread from one 
plant to another, the problem being rather one of inhibiting the excessive 
formation of callus cells at the graft union because of the frequent occurrence 
of overgrowths at this point. 

The literature reveals many references to callusing, particularly with 
respect to the derivation and growth of callus cells and tissues. Of par- 
ticular importance in this connection are the studies of Trécul (1853), 
Goppert (1874), Stoll (1874), Kiister (1903), and Sorauer (1908). Ktister 
and Sorauer have brought together most of the general information with 
respect to callus available up to 1900. 

Though environmental factors have been studied many times in their 
relation to plant growth processes in general, the particular influence of 
these factors on the formation of callus tissue has received scant attention. 
Kiister (1903) pointed out that external conditions influence callusing, and 
of these moisture is very important. He stated that moisture, supplied 
either in gaseous or in liquid state, is essential for callus development, and 
further, that although callus may form under water, its formation is much 
more abundant in moist air, supposedly because transpiration and the 
absorption of oxygen are hindered under water. Nutritive conditions were 
considered by Kiister to influence callusing. Organs rich in elaborated 
food were believed to develop wound tissue more abundantly than those 
poor in such materials. Under similar external conditions the capacity of 
both cut ends of a cutting for forming callus was not found to be equal. 
With poplar cuttings the basal poles callused more abundantly than the 
apical. Similar results were obtained with Rosa. With dandelion roots, 
callus formed more readily from the upper end, but with root cuttings of 
Medicago sativa more callus developed from the lower or root end. Kiister 
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was unable to decide what factors influenced this polarity, but considered 
inequalities in nutritive conditions important. 

Simon (1908) attempted to control temperature and moisture in his 
study of callus formation on cuttings of Populus nigra and Populus 
canadensis. He found that at 14°-18° C. callus formed after eight days, 
at 25° after four days, and at 32° after three days. The apical and basal 
ends of cuttings were found to respond differently to humidity. Whereas 
apical callusing was greatest at 85 to 90 percent relative humidity, basal 
callusing was best at humidities between 90 and 94 percent. At complete 
saturation callusing became more or less equalized after a time for both 
ends of the cuttings, although at first callus formed more abundantly from 
the basal end. ; 

Riker and Keitt (1926), in discussing the development of excess callus 
and wound overgrowth in the case of apple root-grafts, stated that “The 
influences of temperature and, even more particularly, of moisture are of 
very great importance in determining the extent of callus development.” 
These authors report studying the influence of temperature and moisture 
on the development of callus on apple grafts but present no data on this 
work. They found that ‘‘within certain limits callus development increased 
with higher temperatures and moistures and decreased with lower tempera- 
tures and moistures.’’ A relation of food to overgrowth formation is 
suggested by the statement: ‘Injuries such as those from cultivators, hoes, 
hooks, and insects may serve to stop the downward passage of elaborated 
food and to lead to developments similar to those which follow a poor fit 
in grafting. Such developments are normal processes of the plants when 
suitable conditions are provided.’’ And further, in referring to the excessive 
formation of callus from the scion lip, they say, ‘‘It seems probable that 
the food as it descended the twig to the cut made a slow lateral movement 
along an obtuse angle to the lower tip where it accumulated and con- 
tributed to the development of callus. In a well-fitted graft such an 
accumulation occurred in a much smaller degree because the food material 
passed through the united cambium layers into the root.’’ They report 
that ‘“‘wound overgrowths have been observed to reach considerable size 
on some plants and to continue their development for several years.” 

Rehwald (1927) found that callus formation from root cuttings of 
Daucus Carota was facilitated by water-saturated air. He also found that 
the top and base of such cuttings differed in their capacity for callus for- 
mation, obtaining callus only from the basal portion of the cutting. 

Swingle (1929) studied the relation of temperature, water, and oxygen 
to apple root growth and callus development. He used chiefly stem 
cuttings of the apple variety Springdale and the willow (Salix alba L.). 
The apple cuttings were all obtained from a single tree, representing wood 
from three to ten years old. Callusing was usually determined for a ten- 
day period only. In these experiments temperature appears to have been 
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well controlled. Moisture was supplied in two ways: either the cuttings 
were held in a saturated atmosphere, or during the callusing period or 
previously they were partly or entirely immersed in water. In the study 
of aération, oxygen was supplied in three concentrations: 5 percent, 20 
percent (air), and pure oxygen, these gas mixtures being passed through 
the control chambers at different rates of flow. Swingle concluded that a 
preliminary treatment of the plant material with water retarded callusing. 
Callusing seemed to be more active with slightly higher temperatures and 
with somewhat lower water and oxygen supplies than were indicated for 
the most active production of roots. Under good environmental conditions 
he found callus formation to be more active at the basal end of the cuttings, 
suggesting an internal polarity. Oxygen (100 percent) at a pressure of one 
atmosphere distinctly retarded callus formation. 

Hitchcock (1928), in studying rooting response, found that good callus 
formation occurred on many hard-wood cuttings in a peat moss medium 
of low moisture content (140 percent). 

Kostoff (1928) studied the graft unions of intergeneric and interspecific 
crosses between members of the Solanaceae. He came to the conclusion 
that the callus tissues joining scion and stock are chiefly the product of 
the stock. Various types of tumors superficially like crowngall were ob- 
served immediately above the callus. Microscopical examination showed 
that large quantities of starch, produced by the scions, had accumulated 
just above the callus due to the fact that the union intercepted their passage. 
This large accumulation of food was considered the specific cause of the 
proliferations. 

Miss Smith (1928), working with Clematis, found that the “amount 
of callus formed by stem cuttings varies with the age of the wood taken, 
the amount of food reserves, as well as with the anatomical structure of 
the species,’ but that ‘“‘other factors no doubt come into play.” She 
states further that ‘‘ There is an undoubted correlation between the amount 
of starch present in the tissues and the amount of callus formed by any 
given cutting, though it is not yet possible to express it as a quantitative 
relation.’ Different species of Clematis were found to vary in degree of 
callus formation. Under similar temperature conditions (bottom heat of 
18.3° C.) C. afoliata, C. smilacifolia, and C. uncinata produced callus slowly 
and the total amount formed was small, while such species as C. Armand, 
C. Hillarii, and C. ranunculoides produced large calluses at a comparatively 
rapid rate. She pointed out that following the cutting injury to a stem 
there are death-changes in the divided protoplasts due to the altered 
metabolism of the injured cells. Following these death-changes a suberin 
seal is laid down, and still later the first signs of abnormal cell divisions 
may be seen. These processes were described for C. smilacifolia. 

The present study was undertaken for the purpose of obtaining quanti- 
tative information regarding the influence of such primary environmental 
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factors as temperature and moisture on the callusing of apple root-grafts. 
The broad application of such information to horticultural practices is 
obvious. It was further considered possible that a greater knowledge of 
environmental influences on callusing might throw light on the problem 
of how these conditions may be manipulated to favor or restrict excessive 
callus formation, and that detailed observations on the callusing of scion 
and stock under many varied conditions might contribute toward a better 
understanding of the factors influencing the production of overgrowths. 


MATERIALS AND METHODS 


The study was begun at the Boyce Thompson Institute for Plant 
Research during the spring of 1927 and was continued for two years. The 
early part of the work was devoted to a preliminary survey of the com- 
parative importance of many different environmental factors on callusing 
in addition to a search for satisfactory methods of obtaining quantitative 
information on the effect of certain conditions. A general discussion of the 
materials used and the methods followed is presented herewith, and detailed 
procedures are given later for each individual experiment. 

Plant Material—wWith only a few exceptions, one-year-old shoots and 
one-year-old seedling root-stocks were employed. The scion material 
consisted of standard straight whips grown in a scion orchard, and repre- 
sented the following varieties: Jonathan, Wealthy, Yellow Transparent, 
Ben Davis, Grimes, Delicious, Wolf River, Willow Twig, Northwestern, 
and Winesap. Scions were obtained chiefly from the Mount Arbor Nursery, 
Shenandoah, Iowa, though some were secured from the Chase Brothers 
Company, Rochester, New York. Occasionally material of unknown 
variety was used; this was obtained from trees located on the premises of 
the Boyce Thompson Institute, Yonkers, New York. 

A number of kinds of root-stock material were used, including French 
crab, Kansas grown; French crab, French grown; Austrian crab, California 
grown; seedlings of northern hardy varieties, Minnesota grown; and 
Tennessee crab, Kansas grown. Later the following were added to the list: 
Vermont crab, Kansas grown; seedlings of northwestern varieties, Washing- 
ton grown, as well as the Hopa and Meador’s winter flowering crabs, Kansas 
grown. These stocks were obtained from J. H. Skinner and Company, 
Topeka, Kansas; Vistica Nurseries, Inc., Stockton, California; Oliver 
Nursery Company, Topeka, Kansas; Clinton Falls Nursery Company, 
Owatonna, Minnesota; Washington Nursery Company, Toppenish, Wash- 
ington; and Chase Brothers Company, Rochester, New York. 

Preparation of Plant Material—The scion and root-stock material was 
callused both as grafts in which the two symbionts were combined CBISXoxXT ie 
figs. I and 2) and as cuttings in which they were separate (Pl. XXIII, 
fig. 6). In either case the individual pieces were cut as they would be in 
making a tongue graft; that is, a diagonal cut about 3 centimeters (1$ inches) 
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in length was made on the bottom end of the scion cutting, and a similar cut 
was made on the top end of the root cuttings (bottom in this sense meaning 
downward and top upward with respect to the ground line.) All cuts were 
carefully made with a sharp grafting knife. Grafts were not used entirely 
because of the great difficulty of measuring the callus of a graft union. In 
those experiments in which grafts were used, a sufficient number of indi- 
viduals was taken so that after breaking the union apart and examining the 
callus formed, the graft could be discarded. Many tests have indicated that 
the influence of the environment on callus formation at the union of a graft 
could be determined just as accurately with the scion and stock separate as 
with them together. In some of the later experiments both ends of the cut- 
tings were cut off squarely with hand shears, and then the roughly cut 
surfaces were trimmed with a sharp knife so as to provide a smooth, even 
surface. It is less difficult to measure the amount of callus in a symmetrical 
roll than in an asymmetrical roll such as is formed with the slanting cut 
where each area along the slant may differ in its ability to form callus. 

The cuttings usually averaged from 12 to I5 centimeters (5 to 6 inches) 
in length, scion cuttings usually being longer than stock cuttings. The 
scion cuttings were cut apically immediately above a bud; at the slanting- 
cut end a bud was left on the back of the lip, since this is the custom among 
horticulturalists. Tongue grafts were usually employed for the callusing 
experiments, although wedge grafts and modifications of both tongue and 
wedge grafts were used from time to time. The procedure for making a 
tongue graft is so well known that it need not be repeated here. 

The plant material was never allowed to dry. Before being cut up 
for the experiments, the shoots and root-stocks were stored in moist peat 
moss at a temperature of about 3° C. In this way the plant material has 
been kept in satisfactory condition for nearly two years. After cutting, 
special care was taken to prevent the cut surfaces from becoming injured 
by drying. In some instances when the cuttings were to be used immedi- 
ately, they were dropped into a pan of water, but the more common pro- 
cedure was to place them in moist peat moss until the experiment was begun. 
Experiments requiring only a small amount of plant material were usually 
begun the same day that the material was cut. For larger experiments, 
requiring from several hundred to several thousand cuttings or grafts, the 
material was placed in moist peat moss at 3° C. as soon as prepared until all 
pieces could be started simultaneously. 

Temperature Experiments —For the study of the influence of temperature 
several types of equipment were used, including (1) electrically-heated 
ovens, (2) refrigeration rooms, (3) temperature-controlled greenhouses, 
(4) basement storage room, (5) outdoor storage cellar, and (6) cold frame. 
Each type has its advantages as well as its limitations, but the combined 
conditions that were available permitted the study of constant and variable 
temperatures, of slowly and sharply fluctuating temperatures, and allowed 
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the use of small or large amounts of plant material, together with such 
apparatus as was required. 

The controlled ovens ranged in temperature from 0° to 40° C., with a 
separate oven for each 5° between these two extremes. The refrigeration 
rooms were operated at 3°, 10°, 15°, and 20° C. Temperatures in the green- 
houses showed considerable fluctuation over the 24-hour period, but the 
automatic steam control prevented a drop in temperature below any specified 
point. Both the basement storage room and the outdoor storage cellar 
maintained a fairly even temperature, but both were subject to the influence 
of any prolonged change in outdoor temperatures. The temperature of 
the cold frame varied almost in accordance with that outside. 

Moisture Experiments—To procure and maintain a graded series of 
moisture conditions was not easily accomplished. Several methods were 
tried, no one of which was wholly satisfactory. The control of relative 
humidity was attempted chiefly in two ways: by means of sulfuric acid 
solutions, and by means of saturated solutions of inorganic salts. Each of 
these methods presents difficulties. The sulfuric acid solution becomes 
more and more dilute as it takes up water from the surrounding plant 
material. As a result the concentration and corresponding vapor pressure 
change. Additional acid must be added to restore the original concen- 
tration. The saturated salt solution has the advantage that it is self- 
regulatory as to vapor pressure. As water vapor is taken up by the solution 
the undissolved crystals go into solution, serving to keep the concentration 
uniform. 

Open systems (in which fresh air was constantly supplied) and closed 
systems (using stoppered chambers) were used. These systems were 
operated at various temperatures. With each system sulfuric acid solutions 
and inorganic salt solutions were used to control vapor pressure. Con- 
trolled chambers used in the various tests consisted of test tubes, bottles, 
desiccators, and crocks up to 12 gallons in capacity. Further, the air in 
the chambers was circulated by motor-driven fans in some experiments and 
not in others. 

For studies of the influence of relatively high supplies of water, the 
plant materials were placed in direct contact with peat moss having various 
water contents. Here little difficulty was encountered. . Representative 
samples of the peat moss were taken from time to time, and the water . 
content was determined by weight. The lack of complete uniformity of 
moisture in the peat moss and the necessity for taking representative samples 
comprised the main difficulties; these were, however, not very serious. 
F or these experiments use was made of both covered and uncovered con- 
tainers, including test tubes of various sizes, desiccators, crocks, and green- 
house flats. 

Aération Experiments.—To study the influence of oxygen on the for- 
mation of callus a number of experiments were carried out in which various 
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mixtures of oxygen with air or nitrogen were used. The oxygen content 
of the mixtures ranged from 0 to 100 percent. In these experiments a 
fresh supply of the gas mixture was forced through the control chamber 
each day. The gases were obtained from cylinders of the Linde Air Products 
Company, and the required volumes were measured by the displacement of 
water in a graduated carboy. The prepared atmosphere was then forced 
through the control chamber by tap-water pressure. By this method the 
gas mixtures could be prepared with sufficient accuracy for these tests. 
Polarity and Variety Experiments.—For experiments on the influence of 
polarity and variety on callus formation, and in other experiments in which 
optimum environmental conditions were desirable, moderately moist peat 
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Text Fic. 1. Graphs showing the effect of temperature (degrees Centigrade) on the 
callusing of apple scion cuttings. The points of the curves, representing the average 
diameters of the callus rolls for individual cuttings, are based on four lots of material taken 
at five-day intervals. No callus formed at 0°, 5°, and 40° C. during the 40-day period. 


moss was generally used as a medium. Flats, crocks, or other types of 
containers were used. ‘The principal requisites for these tests were suitable 
temperature, moisture, and aération to permit normal callus formation. 
Measuring Callus Development.—In recording the amount of callus 
formed in the different experiments, readings were generally made on the 
basis of the diameter of the callus roll in millimeters. Since distinct 
differences exist in the amount of callus formed at the lip as compared with 
that formed’on the side and base of slanting cuts, separate readings were 
made for these different areas. It was not considered possible or even 
essential to make these determinations precise. Two arbitrary values were 
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used for callus less than one millimeter; namely, a trace, recorded as 0.25 
millimeter, and slightly less than one millimeter, recorded as 0.75 millimeter. 
No fractional values were recorded above one millimeter ; whole values were 
used, as one millimeter, two millimeters, etc. In reading the callusing of a 
graft union, the graft was pulled apart and the amount of callus on the 
scion cut and on the stock cut was recorded as for the cuttings. In very 
advanced stages of callusing, it was sometimes difficult to determine the 
exact origin (scion or stock) of the callus, for it could not be expected that 
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Text Fic. 2. Graphs showing the effect of temperature (degrees Centigrade) on the 
callusing of apple root cuttings. The points of the curves, representing the average 
diameters of the callus rolls for individual cuttings, are based on four lots of material taken 
at five-day intervals. No callus formed at 0°, 5°, and 40° C, during the 4o-day period. 


by roughly breaking apart two connecting meristems all the scion callus 
would adhere to the scion piece and all the stock callus would adhere to 
the root piece. However, by combining the callus found on the two pieces, 
the total amount present at the union could be determined with sufficient 
accuracy. 

EXPERIMENTS AND RESULTS 


Effect of Temperature on Callus Formation 
Experiment r (Constant Temperatures) 


Methods.—Yellow Transparent scion cuttings and northern hardy seed- 
ling root cuttings were callused at the following constant temperatures: 
0°, 5°, 10°, 15°, 20°, 25°, 32°, 35°, and 40° C. The purpose of the experi- 
ment was to study the specific effect of temperature on callusing. To 
observe these processes in detail it was necessary to use comparatively 
small numbers of cuttings; to offset the error that would necessarily result 
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from using a single cutting for each temperature, a similar series was 
started on each of four successive days. The containers were 21-centimeter 
(81-inch) test tubes, and into each tube filled with moist peat moss one 
cutting was placed so that it was completely covered with the medium. 
The tube was then closed with a cork stopper having a very small aperture 
to permit some exchange of air. One tube for each scion and root cutting 
was placed at each of the nine temperatures, thus making a series of 18 
tubes in all. One series was started on December 31, the second series on 
January 1, the third on January 2, and the fourth on January 3. 

Examinations were made after 4, 7, 9, II, 14, 19, 27, and 43 days. 
Readings were made very rapidly so as to reduce to a minimum the injury 
that might have resulted through exposure to the air. At each examination 
the general condition of the plant material was noted, as well as the amount 
of callus formed on the lip, side, and top of the slanting cut. 

Results —Table 1 shows the amount of callus formed per cutting, each 
value in the table having been obtained by totalling the diameters of the 
callus rolls on the lip, side, and base of the slanting cut. Averages for 
the four different lots at five-day intervals are plotted in text figures I and 2. 
It may be seen from table 1 that at 5° C. or below no callus formed during 
the 43-day period of the experiment. At 10° measurable callus had formed 
on the scion after 19 days and on the stock after 23 days, the amount 
increasing during the following three weeks at a fairly slow, uniform rate. 
At 15° callusing began after seven days on the scion and after 11 days on 
the stock. As shown in text figures I and 2, at 15° there was a gradual 
growth acceleration during the period, and by the 4oth day the growth 
curve was still upward. At 20°, 25°, and 32° measurable amounts of callus 
had formed during the first five days. At these three temperatures growth 
was very rapid during the early part of the growth period; the rate at 25° 
was somewhat higher than at 20°, and the rate at 32° was slightly higher 
than at 25°. During the 40-day period the amount of callus reached a 
maximum and then decreased at both 25° and 32°, whereas the amount of 
callus continued to increase at 10°, 15°, and 20°. The time before the 
maximum volume was attained was shorter with a higher temperature. 
Callusing reached its greatest volume in approximately 20 days at 32° and 
25 days at 25°. At 35° callus began to form promptly; it continued to 
increase slowly in volume for the first three weeks, but soon became browned 
on the surface and showed signs of injury. No callus was ever observed 
to form at 40° C. 

Discussion.—The effect of temperature on the rate of callus formation 
is very striking. Temperatures falling between 0° and 40° C. represent the 
range of possible temperatures at which callus may form on detached shoot 
and root cuttings of the apple. It is very doubtful if callus ever would 
form at o° with this type of material. At 5° no appreciable amount of 
callus formed during a period of approximately two months, but over a 
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period of from six months to one year distinct callusing did occur at this 
temperature (not shown in these data). At 10° callusing began very slowly, 
and after starting, usually showed little or no acceleration; there was merely 
a steady increase in volume of callus. For storage periods between one 
and two months 15° was found to be a good callusing temperature. At 
this temperature callus formation began more slowly than at higher tempera- 
tures but more rapidly than at 10°, and after an initial period of slow growth, 
a distinct acceleration occurred. (The characteristic appearance of grafts 
stored for six or seven weeks at 5°, 10°, and 15° C. is shown in Plate XXII, 
figure 2.) Rapid callusing occurred at 20°, 25°, and 32°, the rate being 
more rapid the higher the temperature. A maximum volume was attained 
at 25° after about four weeks, and at 32° after from two to three weeks; 
the volume then decreased at each of these temperatures. While the data 
suggest that a greater final volume of callus may be had at 20° or lower than 
at higher temperatures, this may not always be the case. A preferable 
interpretation of repeated trials would be that for callusing periods longer 
than two weeks, temperatures of 20° or lower will in general give callus that 
is healthier in appearance than that which develops at higher temperatures, 
and this improved condition of the callus may often result in greater abun- 
dance. At 35° callusing was never found to be satisfactory; the surface cells 
of the callus became brown and formed a layer of cork almost immediately, 
so that further growth of necessity must have come from within. At 40° 
death of the tissues occurred, being consistently followed by an abundance 
of mold. 

For temperatures between 5° and 32° C., and for the initial part of the 
growth period, the rate of callus formation is greatly accelerated by a rise 
in temperature. In this respect the growth of callus resembles many 
chemical processes in which a rise in temperature of 10° C. doubles or 
trebles the rate of reaction. But for other temperatures, especially those 
above 32° C., and for the later phases of the growth period, no simple 
relation exists between temperature and rate of callus formation. Only 
within certain limits of time and temperature is the growth of callus 
accelerated with temperature rise and retarded with temperature fall. 

In controlling the rate of callus formation by means of temperature, 
the result may more readily be understood if a callus roll be regarded as a 
colony of meristematic cells which undergoes a growth cycle like that of 
a colony of bacterial cells or like that of the plant of which the callus is a 
part. There are perhaps several stages of callus growth, as Buchanan 
(1918) has shown for a bacterial culture: an ‘‘initial stationary phase,’ a 
“positive growth acceleration phase,” a “‘logarithmic growth phase,” a 
‘phase of negative growth acceleration,” a ‘‘maximum stationary phase,” 
and several death phases. While different temperatures specifically in- 
fluence the duration of these different stages of growth as well as the rate 
of growth during each phase, the important point to be noted here is that 
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the formation of new callus cells does not continue indefinitely. A certain 
maximum volume of callus is reached, following which the callus tissues 
either disintegrate or are transformed into permanent tissues. With high 
temperatures this phase is attained very quickly, and unless the temperature 
is immediately lowered, injury and subsequent decay follow. In the field 
the plant as a whole grows concurrently with wound healing processes, and 
instead of decaying, the callus becomes protected by an external corky 
layer, internal growth continues, and the meristematic cells differentiate 
into permanent tissues. The result is frequently a callus overgrowth. 


Experiment 2 (Constant Temperatures) 


Methods—Wealthy cuttings were placed for a nine-day period at 
constant temperatures similar to those used in the previous experiment. 
Two sets of nine 500-cc. wide-mouth bottles were used as containers. In 
one set moistened filter paper was placed on the bottom of the bottles to 
maintain a high humidity; in the other, the cuttings were completely sur- 
rounded with moist peat moss. To permit an exchange of air the bottles 
were stoppered with absorbent cotton. In the filter-paper series it was 
possible to measure the amounts of callus formed without disturbing the 
cuttings; hence an examination of these was made after four days and 
an examination of both lots after nine days. 

Results —As shown in table 2, no callus formed at 0°, 5°, 10°, and 40° C. 
during the nine-day period. At 15° and 20° no callus formed during the 
first four days, but by the ninth day slight callusing had taken place at 15° 


TABLE 2. Effect of Constant Temperatures on the Rate of Callusing of Scion Cuttings at 
Optimum Moisture (Average Diameter of Callus Roll per Individual Cutting) 
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* Filter paper series. 
+ Averages of both series. 


and moderate callusing at 20°. At 25°, 32°, and 35°, callusing had occurred 
by the fourth day, being most rapid in its formation at the highest of these 
temperatures. By the ninth day, however, callusing at 25° and 32° had 
greatly increased, whereas at 35° injury had resulted in an actual decrease 
in callus. 

Discussion.—While the results of experiment 2 covering the nine-day 
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period are not identical with those of experiment 1, they are sufficiently in 
accord to show the same general effect of temperature on the rate of callus 
formation. The time required for initiation and first appearance of callus 
shortens and the rate of subsequent formation increases with increasing 
temperature within the limits favorable for tissue growth. Above 32° 
injury occurred even during this short time. 


Experiment 3 (Variable Temperatures) 

Methods.—Scion cuttings, root cuttings, and grafts of three apple 
varieties were callused at variable temperatures. The temperatures used 
were as follows: (a) 6°-14° C. (av. 9°), slowly rising temperature (outdoor 
storage cellar); (b) 13°-18° C. (av. 16°), slowly rising temperature (basement 
storage room); (c) 4°-19° C. (av. 7°), sharply fluctuating temperature 
(cold frame); (d) 14°-23° C. (av. 18°), sharply fluctuating temperature 
(greenhouse). 

The slowly rising temperatures were recorded by a thermograph and 
showed a gradual rise from the lowest reading to the highest over a period 
of 52 days. The sharply fluctuating temperatures were recorded by daily 
readings. In the cold frame at this time of the year (spring) the tempera- 
ture rose sharply during the short mid-day period and then dropped rapidly 
again, remaining comparatively low for the balance of the 24-hour period. 
The average temperature, based on readings taken at approximately nine 
o’clock each morning, was only 7° C. The greenhouse temperatures were 
subject to somewhat the same solar influence. Steam heat prevented the 
temperatures from ever dropping below a fixed point, but about mid- 
day a rather sharp rise and fall of temperature occurred due to the sun. 

Moisture in this experiment may be regarded as fairly constant since 
all the plant material was placed in peat moss of nearly the same water 
content. (It is shown in a later section of this paper that the moisture 
content of peat may vary greatly without an observable effect on the 
callusing.) 

One flat containing the following plant materials in peat moss was 
subjected to each of the four variable temperatures: 


Number of 

Pieces 

Jonathan: SCLOMNCUUEM ESM ne ae sete tie arse sar dayet eeeae ih ete 10 
(Gienies, Crabs hy Ayres) EE). sc ann purer eceeecesou soe 30 

Wealthy: SCIONECTIGLINIC SH etter aero is eens iden a: Soe nacene 10 
(Gratcca(variouslyewitap ped) mre ary ier irae 30 

Yellow Trans- 

parent: SOUVOMERNS Jocucanqcen so dsepoodoe py Heoe adam 10 
Giraiias (GainOms by mayayOreG))) ob oc bo uscousgscasdaac 30 

RSV. Graloneole (MGS, ono 20 06a donde seo doed Godoy den ds oouodE 10 


By the term “variously wrapped” is meant that some of the grafts 
were wrapped with waxed thread, some with clean muslin cloth, and some 
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with friction tape. The data for these methods of wrapping are grouped, 
since the question of wrappers is not to be discussed in this paper. 

The material was examined after 21 days and after 52 days. At each 
of these times from two to five pieces were taken at random from each 
bundle of plant material. The rest of the bundle was left undisturbed, 
and the data were recorded rapidly, so as to interrupt growth processes as 
little as possible. 

Results —Table 3 and text figure 3 show that with the slowly rising 
temperature beginning at 6°, no callus had formed after three weeks, and 
that with the corresponding slowly-rising temperature beginning at 13° C. 
only a moderate amount of callus had formed at this time. However, at 


TABLE 3. Effect of Variable Temperatures on Rate of Callusing of 
Apple Cuttings and Grafts 


Total Callus in Millimeters 
Time in 
Days Slowly Increasing Temperature Sharply Fluctuating Temperature 
9° C. (6°=14°) 16° C. (13°-18°) 7°15. (4219 °) Tee C. (r4°%=23°) 
21 te) 57.0 19.0 86.0 
5? 54.0 115.0 104.0 gI.0 
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Text Fic. 3. Graphs showing the effect of variable temperatures (degrees Centi- 
grade) on the callusing of apple cuttings and grafts. The points of the curves are based 
on the total amount of callus formed, obtained by combining the diameters of the callus 
rolls for all plant individuals used, the number of pieces for the four different lots being 


comparable. Both the average temperature for the storage period and the range of variation 
(in parentheses) are shown. 
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the end of 52 days, when these temperatures had risen to 14° and 18° C., 
respectively, moderate callusing had occurred at the lower temperature 
(about equalling the amount formed at the higher temperature in 21 days), 
and abundant callusing had occurred at the higher temperature. 

With the sharply fluctuating temperature ranging from 4° to 19°, the 
average temperature was low (7°), but the sudden daily rise in temperature 
was sufficient to cause a slight callusing after 21 days and abundant callusing 
after 52 days. In the higher range of sharply fluctuating temperatures 
(14°-23°) callusing took place under greenhouse conditions, and nearly 
reached its greatest volume in three weeks. 

Discussion.—This experiment again illustrates the point that the rate 
of callus formation increases with rise in temperature. Within certain 
limits any rise in temperature appears to accelerate the processes of cell 
division and cell enlargement and any fall in temperature results in re- 
tardation of these processes. Even though a fairly uniform temperature 
be maintained, any variation from this temperature, even for short periods 
of time, has a noticeable effect on the volume of callus obtained after a 
given period of time. The fact that in the range of 14°-23° the amount of 
callus at the end of 52 days was less than that in the ranges of 13°-18° and 
4°-19° was apparently due to unknown conditions in this experiment, and 
should be regarded as exceptional rather than normal. 


Temperature as an Aid in Overgrowth Control 


These data not only substantiate the broad generalization that low 
temperatures retard growth processes and high temperatures accelerate 
them, but show that callus formation may be regulated as desired by the 
proper manipulation of temperature. Any tendency toward overgrowth 
formation during the storage period may be immediately checked by 
reducing the temperature to about 3° C. This retardation may be only 
temporary, however, for when the grafts are transferred to field conditions, 
growth processes may continue. Nevertheless, tongue grafts which have 
been well callused before planting have only rarely shown the beginnings of 
an overgrowth at the union after one season in the field. While these 
grafts were prepared with some care, no attempt was made to select scion 
and root pieces of equal size or to match precisely the cut surfaces. It 
may be that a proper regulation of the callusing of root-grafts prior to 
planting by means of temperature control will prove important in the 
prevention of overgrowths. 


Effect of Temperature and Moisture on Callus Formation 


Experiment 4 (Temperature and Moisture) 
Methods.—Scion cuttings, root cuttings, and grafts of three apple 
varieties were callused under conditions of varying temperature and 
moisture. Averages of the temperatures used were 4°, 9°, and 16° C. 
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None of these temperatures was strictly constant. The 4° temperature was 
maintained by refrigeration and occasionally dropped to 0°. The 9° 
temperature (temperature a, experiment 3) was obtained in an outdoor 
storage cellar, the thermograph record showing a very gradual rise from 
6° to 14°. A basement storage room was used for the 16° temperature 
experiment (temperature b, experiment 3), the thermograph record showing 
a gradual rise from 13° to 18° from March until early June. 

Moisture was controlled by means of sulfuric acid solutions, and for 
each of the three temperatures a series of five humidities was provided, 
these being expressed as 20, 40, 60, 80, and 100 percent relative humidity. 
However, in an experiment of this kind the important factor to be controlled 
is the saturation deficit; that is, the difference between the vapor tension 
of water at a given temperature and the aqueous tension of a solution of 
sulfuric acid at that temperature. 

Since the vapor pressure curve of water and that of the sulfuric acid 
solutions diverge from each other as the temperature increases, a solution 
which will establish a certain saturation deficit at one temperature will no 
longer do so at another temperature, and in order that the same saturation 
deficit may be established at both temperatures, solutions of different 
concentration must be used. The following table shows the saturation 
deficits corresponding to each of the relative humidities at the three tem- 
peratures. 


Saturation Deficit (mm. of Hg) 1} 
Percent Relative 
Humidity 

AMC. chin OF YOU. 
20 4.882 6.89 10.90 
40 3.668 Siti 8.18 
60 2.44 3.44° 5.45% 
80 1.22 172 273° 


‘Vapor pressure data from International Critical Tables, volume III. Nearly com- 
parable saturation deficits are provided at different relative humidities, designated by 
letters a and b. 


Although the experiments were not planned so as to obtain the same 
series of saturation deficits (from low to high) with each of the three tem- 
peratures, nevertheless, for each temperature a considerable range of 
saturation deficits was provided. 

The general procedure was as follows: A large glass crystallizing dish 
(25 cm. X 12.5 cm.) was placed on the bottom of a 12-gallon glazed crock. 
Approximately two liters of sulfuric acid solution were placed in the 
crystallizing dish. The concentrations were carefully prepared with reagent 
quality acid, according to Wilson’s (1921) vapor pressure chart. A circular 
screen made of heavy galvanized wire was placed on the crystallizing dish, 
and over this a double thickness of cheese-cloth to prevent soil or plant 
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particles from falling into the acid. The plant material was then placed 
in the container. A flanged lid covered the crock and this was sealed air- 
tight with plasteline (modeling wax). Altogether, 15 similar crocks were 
used to provide the five humidities at three temperatures. An additional 
crock, in which the plant material was placed over water, was similarly 
prepared, this crock remaining unopened for 45 days to show if opening 
the containers to examine plant materials seriously affected the results. 
The plant material placed within each crock was as follows: 


Number of 
Pieces 
Jonathan: SCION CUCLIN CSN Am eee teen mare ot, 2 oa ee 25 
CGrattsl(vanousivewrapped)|Zaeaen aoe eee eee ne 60 
Wealthy: SCIONS MUL OS re ae aEe EINE ee. hl ewes a eae 25 
Grattsi(vanously.wrapped)emer a. aa eee ane. 60 
Yellow Trans- 
parent: SPIO MA CULE IO Gh me eerm iro eater therm ets nh Ae ree ae 25 
States (variously wrapped) 20... os vane eee ns oon 60 
[NES Noligy agellere cart mre (io lsc ye kot ee ne rr ee ee 2 


* See experiment 3. 


Examination of the plant material was made at the end of 14, 28, and 
49 days. At each of these times the crocks were opened and from two to 
five pieces taken at random from each bundle. Callusing was examined, 
observations recorded, and the pieces discarded. 

Results—The amount of callus formed at humidities below saturation 
was always small, and even at saturation callusing was much less abundant 
than that obtained in other tests in which the plant materials were in contact 
with moist peat moss. Table 4 and text figure 4 show that over water at 


TABLE 4. Effect of Temperature and Moisture on the Callusing of 
A pple Cuttings and Grafts 


Total Callus in Millimeters 
Initial Initial 
Specific Percent 4° C. (094°) 9° C. (6°-14°) 16° C. (13°-18°) 
Gravity Relative 
of Acid Humidity 
14 28 49 14 28 49 14 28 49 

Days | Days | Days | Days | Days | Days | Days | Days | Days 
1.476 20 O O (6) stamps [AKO PAS eharAS i MojestOull= wes ||| 10) 
Tees: 40 oO ) oO On 50 20-50) 60.251) 5.00) 04.25) 0 
1.290 60 () O oO ZIOON £2275) LOrSO 5.25) |) 7,00) 1250 
1.198 80 O to) to) ZT Ml e251 2Ove> NS 25 l4 ou Os75 
0.970 100 oO (6) 4.50 | 2.50 | 17.00] 27.75 | 24.25 | 25.25 | 25.75 


4° C. only a trace of callus had been formed at the end of 49 days, and that 
no callus whatever had been formed at the other humidities. At 9° callusing 
began very slowly, but after two weeks a sharp acceleration took place due 
to the steadily rising temperature. In this temperature range slight 
callusing was had over all acid solutions; but over the three strongest 
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solutions the callus which had formed during the early period of the experi- 
ment was later partially destroyed through desiccation, the rate and extent 
of desiccation increasing with the acid concentration. Callus formation at 
the end of 14 days at 16° C. was more abundant in every case than at the 


A 


4° 25°) 9° C1 4°) 16° (13% 18°) 


IN MILLIMETERS 


CALLUS 
SPECIFIC GRAVITY OF CONTROL SOLUTION 


TIME IN DAYS 


Text Fic. 4. Graphs showing the desiccation effect of combined temperatures and 
humidities on callusing cuttings and grafts. Though slight callusing (totals shown) 
occurred over acid solutions, particular attention is called to the curves showing decrease 
in callus due to desiccation (represented by a solid line). The average temperatures 
(degrees Centigrade) for the storage period and the ranges of variation (in parentheses) 
are shown. Since relative humidities were not constant in all cases, they are represented 
by the initial specific gravities of the solutions. 


lower temperature ranges, this difference being most pronounced over 
water and the dilute acid. As in the test at 9°, early-formed callus seems 
to have disintegrated more quickly with increased concentration of acid. 
There was little evidence of injury to the callus through opening the con- 
tainers for examination. 

Discussion.—In general, callus formation under the inclosed conditions 
of this experiment was at the most no more than fair, being neither uniform 
nor especially abundant in any particular case. 

The fact that some callusing did take place over acid solutions of 
sufficient initial strength to provide very low humidities should not be 
construed to mean that callus really is able to form if the plant materials 
are surrounded by air in which these humidities are maintained. It would 
seem that the explanation lies in failure of the acid to establish an equilibrium 
quickly. This seems probable from a consideration of the experimental 
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conditions under which these tests were made, and it is supported by the 
results of experiment 5, described later. The moisture present in the air 
of the container at the start was so small in amount that it may be dis- 
regarded; a sufficient quantity of it could have been taken up by the acid 
solution quickly enough to establish an early equilibrium. The plant 
material placed within the containers, however, was of sufficient quantity 
to provide a large supply of available water. It seems probable that within 
a short time considerable water had been evaporated from the plant material 
and absorbed by the acid solution, and that this water served to dilute the 
acid solution materially and tended especially to form surface layers of 
much lower concentration than the underlying mass of solution. In one 
experiment in which the cuttings were placed over different concentrations 
of sulfuric acid it was found that at the end of six days they had lost weight 
as follows: 


Initial Specific Percentage Loss 
Gravity of Acid in Weight 
LEA AGN eis ede CRP SEN eS, Oo ne T7E2) 
TTS fet Rt Sy Peek oo Cont ate ae Oe ee 12.2 
E20 Ome ye RE: Rea tec ERPS: sie Aromas Sy aaes atc 9.6 
LEMNOS Gig cPLA EES a TON een. GET CRC ae Say 
OSHC S co T aS SR Se ee ee eee 0.9 


At this rate, estimating the weight of plant material in each container as 
2400 grams, 412 cc. of water conceivably may have been withdrawn from 
the plant material over the most concentrated acid during the first six days. 
This amount of water would be sufficient to form a watery layer which 
could greatly modify the drying power of the acid solution. The formation 
of such a layer would be possible because neither the air in the containers 
nor the acid solutions was in motion, and considerable time would be required 
to establish equilibrium through diffusion and convection currents. During 
this initial period it would be possible that those cuttings most protected by 
a surrounding mass of plant material could actually callus slightly. If a 
smaller volume of plant material had been used, and if this material had 
been separated instead of being placed in bundles in which centrally- 
located cuttings were more or less protected, it is quite unlikely that callus 
would have formed over the acid solutions with a specific gravity of 1.476, 
1.378, and 1.290. 

The effect of these humidities at the different temperatures can be seen 
more clearly (text fig. 4) where the callus curves show the rate and extent 
of disintegration rather than the rate of formation and final volume at- 
tained. It is likely that equilibrium had been established by that time. 
During this late phase of the storage period it may be seen that all the slopes 
of the curves are downward, indicating desiccation, with the exception of 
the lots in saturated atmospheres and the lot over the most dilute acid at 
9° C. All solutions of acid, except in one case, brought about desiccation 
of the callus of cuttings and grafts, and the rate of desiccation increased 
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with the acid concentration. Further, desiccation was more marked 
throughout at the higher temperature. 


Experiment 5 (Relative Humidity) 

Methods.—Since with sulfuric acid solutions of the preceding experiment 
the concentrations became modified by the absorption of moisture from 
the plant material, it seemed desirable to employ other means of maintaining 
humidity in which this source of error would be eliminated. Hence, an 
experiment was begun in which apple cuttings were callused in a con- 
tinuous current of air, the humidity of which was controlled by means of 
saturated solutions of inorganic salts. 

A number of salts were selected to provide a wide range of humidities. 
All solutions were made of ‘‘C.P.” salts and distilled water. In the process 
of preparation, each solution was agitated by a motor-driven stirrer for a 
period ranging up to four hours in length, while the salt was added as rapidly 
as it was dissolved. At the same time the temperature of the solution was 
maintained slightly above that of the room so that on cooling saturation 
would be assured (one of the salts, calcium sulfate, is slightly more soluble 
in the cold). The solutions used with the relative humidities delivered, as 
determined by means of a special humidity testing instrument (Shippy, 
1929), were as follows: 


Percentage 
Solution Relative 

Humidity 
Ca(NOp e1HO svete ee ee ae 56 
NaNO, O ircrticocote wd 2h doa ee ace O iho a aro 66 
BS Oe AS an wen este 4 aoe 79 
(NH4)2SOq occeaa ys dekap eis" c, whsartte: One cere Oko Reh ee eee 8I 
LIS O F597 Ele © meee tee ce eae Teese ee 90 
Nas-HPO,.12H.O OR eee tea ae RE i es eS 95 
HeC204 $ 2H:0 sete shag al eKo hs, aoe wuscuaTS eel ste aie eR Ue 96 
CaSO, 3 2H,O ie eer Pages ee Mya ots cate eal OSHS RPEL STORE Ee ome 98 
WERT irae hoc es Rene tere cieae td ie Nc oe 100 


The influence of temperature on vapor pressure and saturation deficit 
may be disregarded in this experiment, since all relative humidities were 
provided at the same temperature. 

Text figure 5 shows the arrangement of the apparatus. Ten series of 
four bottles each (one series for each solution) were so arranged that they 
could be connected to a single vacuum outlet. Three of the bottles were 
of 500 cc. capacity and each contained about 375 cc. of the solution. The 
fourth bottle held the cuttings and was of one liter capacity. The vacuum 
pull was regulated by means of clamps so that a slow, fairly constant flow 
of air passed through the solutions and containers holding the cuttings. 

Plant material for the experiment consisted of ten Wealthy apple 
cuttings for each humidity, making a total of 90 cuttings. Callusing was 
recorded after six days at room temperature (20°-25° C.). 
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Results.—As shown in table 5, during the six-day period the most callus 


TABLE 5. Effect of Relative Humidity on Callusing of Wealthy Cuttings 
(Temperature 22°-25° C.) 


Percent Comparative 
Solution Relative Amount of 
Humidity Callus 
Caleimmmenivuates se. os 062 ck. hon seen: 56 oO 
SOI bean et ee eee ena ei 66 + 


NH,CI (NH,), SQ, ZnSQ Na,HPQ H,C,0, CaSO, 


CONTROL 
SOLU TIONS 


MATERIAL 


: 


TExT Fic. 5. Diagram showing the arrangement of equipment for providing a 
graded series of relative humidities by the use of saturated solutions of inorganic salts. 
Each vessel (bottle) is represented by two concentric circles, and the tubing used to connect 
the different series to the vacuum is indicated by solid lines. The small T’s show where 
clamps were attached. 


formed between 95 and 100 percent relative humidity, less between 80 
and 9o percent, still less between 66 and 79 percent, and no callus formed at 
56 percent. 
Discussion.—In this experiment, as in the preceding, callus formation 
was only fair even at humidities close to saturation. Apparently even in 
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the case of water-saturated air, the moisture condition was not optimum, 
since at the close of the experiment there appeared no likelihood that the 
cuttings would callus further. 


Experiment 6 (Moisture Toleration) 


Methods—Since moistures below 100 percent relative humidity had 
failed to give uniform, abundant callusing, in this experiment 100 percent 
relative humidity was provided in every case and the moisture variation 
was that of the total water content of the callusing medium (peat moss). 
Hence, this experiment represented a test under variable temperatures of the 
tolerance of callus to environments in which liquid water was increasingly 
available. 

Temperatures of 10°, 15°, 20°, and 22°-25° C. were used. The water 
content of the peat moss medium in which the cuttings were placed varied 
as follows: 97, 177, 271, 337, and 437 percent (averages for period on basis 
of 100 parts oven-dried peat moss). The plant material was as follows: 


Scion cuttings: 


Yellow Transparent 
Willow Twig 
Wolf River 
Ben Davis 
Delicious 

Root cuttings: 


Austrian crab 


The four temperatures and the five moistures made a total of 20 different 
sets of conditions. Fifteen cuttings of every variety were used for each 
condition. All cuttings were first cut with hand shears, and then the ends 
were trimmed with a sharp knife to ensure a smooth surface. Containers 
consisted of deep flats (depth, 4 inches) divided into three compartments 
by lengths of lath. In preparing a flat, a one-inch layer of peat moss was 
spread over the bottom; the cuttings were placed upon this, and then were 
covered with enough peat moss to fill the flat. Fifteen flats were used for 
each temperature, or three for each of the five different moistures. 

Examinations were made after 7, 16, and 21 days. Usually three 
cuttings were picked at random for callus readings, the others remaining 
undisturbed. 

Results —Table 6 and text figure 6 show that the moisture content of 
the peat moss medium may vary between wide limits without influencing 
the rate of callus formation. Considerable moisture tolerance is indicated 
by the fact that callus formed almost equally well in media varying in water 
content from 97 to 437 percent (Pl. XXIII, figs. 1-5). Further, these re- 
sults indicate that once the moisture content of the medium is such that the 


air within the medium is saturated, additional quantities of water have little 
or no stimulating effect on callus formation. 
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TABLE 6. Effect of Temperature and Moisture on Callusing of Apple Cuttings 


Average Callus per Cutting in Millimeters 


Water Content 
of Peat Moss ToS G T5ciC. 20°C: 22°—25° 1G, 
Medium, Percent 


7 16 21 7 16 2I 7 16 2m) 7 16 21 
Days|Days| Days |Days} Days |Days| Days Days| Days |Days| Days |Days 

97 fe) 4 STOP \| G25) Dicey || 24s) Sy |] 2x8} |) Bee) |) ee |) Ziges | alow 
177 fo) AL || Hees || s70)|| 0) || 2) || aietey |) akteh i] Glo) |) Baan | sigs} || ah 
2775 (e) ALS IT TiOloy |i ery |) Siar || SKI] Ne ee eee ere) ieee Nh alr, 
O37 ce) 6 ABO) || gk | EGy || Vs |) He. | ath | eT aes || Ae Nie 
437 fe) || eae) || cto) | ayes || 2) i || 2ROe || Biren |) za ye |) Aah 


177% 


271 % 


Y 
jaa 
u 
E 
Ww 
2 
= 
= 
= 
ee 
) 
=> 
— 
a) 
< 
O 


WATER CONTENT OF PEAT MASS MEDIUM 


437 % 


Text Fic. 6. Graphs showing the combined effect of temperature and liquid moisture 
on the callusing of apple cuttings. The amount of callus is expressed as the average 
diameter of the callus rolls per individual cutting. Temperature is shown in degrees 
Centigrade, and moisture is expressed as the total water content of the peat moss medium 
(percentage water by weight per 100 parts oven-dried peat moss). 


Discussion.—The conditions afforded in this experiment, as well as 
others in which cuttings and grafts have been callused in moist peat moss, 
permitted uniform callusing that had never been obtained when the material 
was merely exposed to a moist atmosphere even though the air were almost 
saturated with water vapor. This has seemed to indicate the desirability 
of actually having liquid moisture in contact with the cuttings, as is the 
case in a moss or sand medium. The liquid moisture perhaps need be no 
more than a film, for good callusing has been had repeatedly in a medium 
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only slightly moist to the touch; in fact, in a medium in which the cuttings 
have actually decreased in weight due to water loss. However, if the 
medium is so dry that the loss of water from the cuttings is great, no callus 
forms. An experiment carried out with cuttings of Jonathan, Wealthy, 
and Yellow Transparent gives some idea of the water gain or loss from 
cuttings placed in a peat moss medium (table 7). The moisture contents 


TasLe 7. Water Gain or Loss of Cuttings and Peat Moss Callusing Medium 


Percent Gain or Loss of Water 
Initial Percent After 33 Days 
Water of Peat 
Medium Cuttings 

AMEN On GallUts ee otic torts. Magni aewaese gee gee 16 +22 —26 
16 +19 —23 

L7 aa = 2 

17 +16 = Dil 

T7. Eile —25 

19 =P le} =2ii 

19 ar ils —23) 

BaGood callusine 1 a4.seo eae 98 — 3 — 3 
109 — tO = ih 

113 14 = © 

(Gm Goodicallusins=ee ree eneener ee 230 — 10 + 3 
238 =i sat 

252 —43 aig) 

Dee Goodycallinsin cee vane Crete 405 —32 + £5 
408 —46 + 3 

418 —§2 tens 


— Loss in weight. 
+ Gain in weight. 


of groups B, C, and D are all sufficiently high to permit callusing, but 
the low moisture contents of group A so desiccated the cuttings that callusing 
could not take place. It seems that for normal callusing the cutting 
material must be held reasonably close to its original moisture content. 


Effect of Aération on Callus Formation 
Experiment 7 (A ération) 


Methods.—Cuttings were callused under conditions of varying pro- 
portions of oxygen and air, as follows: 


Approximate Proportions in Percentage 


Oxygen Air Oxygen Nitrogen 
(0) 100 = 20 80 
33 66 = 46 54 
66 33 = 73 27 


100 oO = 100 O- 
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Text figure 7 illustrates the apparatus. The cuttings were placed in 
four large desiccators provided with tubulated covers, closed with three- 
hole rubber stoppers. Through the central hole a solid glass rod was 
passed having a fan attachment, which when rotated by means of power 
supplied by an electric motor, constantly kept the air in motion in the 
desiccator. Through the other two holes 6 mm. (14 inch) glass tubing was 
passed by means of which the atmosphere in the desiccator was changed 


epee 


Text Fic. 7. Diagram showing the arrangement of an apparatus for measuring and 
transferring to a desiccator various mixtures of oxygen and nitrogen or oxygen and air. 
The equipment includes (A) compressed air tap, (B) oxygen or nitrogen cylinder, (C) inverted, 
graduated carboy, (D) water faucet, and (£) desiccator used as control chamber. The 
proper volume of each gas is admitted to the water-filled carboy through the long tube of the 
carboy, the displaced water escaping through the short tube. By connecting the short 
tube with the water faucet and the long tube with that connected with the desiccator, 
the gas may be forced into the desiccator by tap-water pressure. As shown, the gas enters 
the lower part of the desiccator, displacing that previorsly present, which escapes through 
the short tube at the top. 


without disturbing the other contents. Proportions of oxygen and air 
were measured in a calibrated, inverted carboy by displacing tap water 
by oxygen from a cylinder of the gas or by air from a compressed air outlet. 
The gas mixture was then forced into the desiccators by water pressure from 
the tap. To maintain the original gas mixture ten liters were forced 
through the desiccators daily in the manner described. 

Plant material consisted of apple cuttings of unknown variety cut 
from trees growing on the premises of the Boyce Thompson Institute. 
Thirty-four cuttings were placed in each desiccator. Examination was 
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made after the preparations had remained for five and eight days at room 
temperature (approximately 25° C.). 

Results—Table 8 shows that callus formed on cuttings placed in high 
concentrations of oxygen, but indicates that pure oxygen inhibited its 


formation. 
TABLE 8. Effect of Oxygen on the Callusing of Scion Cuttings 


Time in Percentage 
Days Oxygen Callus 
Wem Crea Mave Ma oe mney CONS Ocean 20 ++-+-+4+ 
ert e Sai ee ioe 6 ee aor Fe 46 +--+ + 
eit tnt (cae nO eA no 37 WB SESE 
Ds Saute st atu sacle hss eon Regency soe cate 100 ae 


(+) One cutting showing callus. 
(++) Several with callus. 
(+++) Many with callus. 
(+++-+) Majority with callus. 


Discussion.—Callusing was clearly inhibited by 100 percent oxygen. 
With the other concentrations of oxygen the callusing showed great 
variability. Although table 8 suggests an inverse relation between callusing 
and oxygen concentration between 20 and 73 percent, this relation was not 
confirmed when the tests were repeated, in experiment 8. 


Experiment § (A ération) 

Methods——Both apple and privet cuttings were callused under con- 
ditions similar in all respects to those of experiment 7. The experimental 
period was 15 days, and 14 cuttings were used for each gas mixture. 

Results —Table 9 shows that callus may form over a wide range of 
oxygen concentrations, but pure oxygen again appeared to be inhibiting in 
its effect. (See Plate XXIII, figure 6, for injury to cuttings exposed to 
high oxygen concentrations.) 


TABLE 9. Effect of Oxygen on the Callusing of Apple and Privet Cuttings 


Percentage Callus in Millimeters * 


Oxygen Apple Privet 
BO daa wesc 5 ROT Ae eee Bee 3.0 
AO cowie re P ates oR uat Rinse eee ener 2.1 2a 
TB Raat ttogtrtu tenes ese tame LUCE 3.8 2a) 

TOO i erm wwtenniaee von ehrtas leet tae eee 0.8 0.0 


* Average per individual cutting. 


Discussion.—In this experiment little difference in volume of callus 
occurred in oxygen concentrations ranging from that of air to that of an 
atmosphere containing 73 percent. At 100 percent oxygen, as in the 
previous experiment, callusing was inhibited. 


Experiment 9 (A ération) 


Methods.—Apple cuttings of unknown variety were callused in concen- 
trations of oxygen lower than normal air, as follows: 
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Approximate Proportions in Percentage 


Air Nitrogen Oxygen Nitrogen 
fo) 100 = (e) 100 
20 80 = 4 96 
30 70 = 6 94 
40 60 ~ 8 92 
50 50 = 10 90 
60 40 = 12 88 
7O 30 = 14 86 
80 20 = 16 84 
90 10 = 18 82 
100 fe) = 20 80 


The cuttings were placed in calibrated 40 cm. tubes fitted with fine- 
mesh copper screen supports inside to hold the cuttings above the water 
level. Cuttings were placed in the tube, and then the copper screen 
support was forced up into the tube about 5 cm. The tube was filled with 
water and inverted with the open end held beneath the water. The water 
was displaced by the proper amounts of compressed air and nitrogen, the 
tube being so calibrated that a column of water from 2.5 to 5 cm. deep 
remained inside to supply a high humidity. The tube was closed with a 
rubber stopper, and then placed at 15° C. The final volume of callus was 
obtained after 16 days. 

Results —The results given in table 10 show that normal callusing 
occurs when the oxygen supply is 14 percent or higher. Concentrations 
of oxygen from 6 percent to 12 percent permitted callus formation and a 
slight amount of callus formed even in 4 percent oxygen. Any concen- 
tration of oxygen below 12 percent was inhibiting in its effects. 


TABLE 10. Effect of Decreased Amounts of Oxygen on the Callusing of Apple Cuttings 


Percentage Callus in 


Oxygen Millimeters * 
(Oli tS Bias EC ore PIR CNRS ee 0.00 
ihe § poe Bron: Ohs.a'o & ENO AE eet eCROR ee ERE ae 0.25 
OMe eee eee es arene Beet i -ceita ie a: ney noi 3.00 
Cole us Bey SARS Sak pe EEE DSU ERE ne ae eee ee 3.00 

LO MPO Rae EO ort AN as cyte essne ee Gu ea de 3.00 
D2 ERT ET PMNS eS coy hoon tats, Spor echo, =, Glee 3.00 
SN ek Uy Bea Eye a On ane ars Pr cea ee 5.00 
TOW eMC CR a die Torst ee eins sohe ursteneranerererare eee 5.00 
1 RSe Sip cit a Gade & ES GIES CAEL CACRC CIR aeRO oe 5.00 
20 MeN ee Nie tee, Sree ecs fava ania ate ee 5.00 


* Average per individual cutting. 


Discussion.—This experiment is subjected _to the criticism that since the 
gas mixture was not renewed from time to time its composition was different 
at the close of the experimental period from what it was at the beginning. 
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While this is doubtless true, it is equally safe to say that the oxygen concen- 
trations were never greater than at the beginning of the experiment. These 
data are in accord with similar experiments showing that callusing does 
not take place in the absence of oxygen, but that smaller amounts than 
present in air are sufficient. In the absence of oxygen it is probable that 
respiration and other metabolic processes are so retarded that cell division, 
essential for the formation of callus, soon comes to a standstill. 

Carbon dioxid, chiefly formed as a product of respiration, must be taken 
into consideration. In one experiment, cuttings of different ages were 
placed in pure carbon dioxid as well as in a mixture of equal parts of carbon 
dioxid and air. Inno case (after 18 days) did callus form, whereas moderate 
callusing took place with similar lots of cuttings in various proportions of 
oxygen and nitrogen. In another experiment cuttings were placed in a 
graded series of high carbon dioxid concentrations. After 15 days callus 
had formed in air and in a mixture containing 10 percent CO, and 90 percent 
air, but no callus had developed in mixtures containing higher percentages 
of carbon dioxid. Of course, in mixtures of carbon dioxid and air it is 
possible that oxygen would be a limiting factor. However, it seems more 
probable that carbon dioxid, in high concentrations, would reduce respiration 
and thus inhibit callusing. 


Effect of Polarity on Callus and Overgrowth Formation 


It was early recognized in these experiments that both poles of apple 
cuttings do not callus equally. It was very evident that the bottom or 
lower ends of both scion and root cuttings callus the better, and this fact 
would seem to have an important bearing on the usual formation of over- 
growths from the bottom of the scion. 


Experiment 10 (Polarity) 


Methods.—See experiment 6. It may be noted, however, that the only 
requirement to illustrate polarity is an environment permitting normal 
callus formation. 

Results.—Distinct polarity was observed in apple scion (PI. XXIII, figs. 
I-5) and root stock cuttings with respect to the amount of callus which 
formed at opposite ends of the same cutting. Tables 11 and 12 show that 
callus was formed in much greater abundance on the bottom ends than on 
the top ends of both scion and root cuttings. This difference occurs regard- 
less of temperature. Not every cutting calluses more abundantly from the 
bottom end, for individual variations do occur (where some factor, such as 
injury or localized depletion of water, acts to change the usual result). 
Observations of hundreds of cuttings, however, leave no doubt as to a 


marked difference in callusing capacity between the two poles of the same 
cutting. 
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TABLE 11. Abundance of Callus Formed on Top and Bottom Ends of 
A pple Scion Cuttings * 


oe rete Sa Total Callus in Millimeters 
Days Readings perature 

Top Bottom 
7 47 ee 0.25 33.25 
71 20 3.50 58.50 
63 Book 25 e715) 126.50 
16 35 10° 0.00 18.50 
oe 15 13.75 147.25 
65 20 3on> 162.50 
61 22-25 76.00 212.00 
21 64 TO 2.50 61.50 
70 15 30.75 172.00 
71 20 48.75 177-75 
70 22-25 85.25 182.75 


* The terms “top” and ‘‘bottom”’ apply with respect to the ground line. 


TABLE 12. Abundance of Callus Formed on Top and Bottom Ends of 
Apple Root Cuttings * 


; ; Total Callus in Millimeters 
Time in Number of Storage Tem- 

Days Readings perature 

Top Bottom 

7 2 20° 0,00 0.50 

10 22-25 1.75 TPB 

16 8 Ts 7 0.50 4.25 

10 20 2.00 9.75 

10 22-25 9.75 21.50 

21 6 10° 0.00 3.25 

13 15 3-75 18.75 

15 20 4.50 23.50 

10 22-25 8.25 26.25 


* The terms ‘“‘top”’ and “‘bottom”’ apply with respect to the ground line. 


Experiment 11 (Polarity) 


Polarity is distinct in the case of the slanting cut made on the basal 
end of scion cuttings prepared as in making the tongue graft. 

Methods.—See experiment 3. A favorable callusing environment is the 
only requirement. 

Results —Tables 13 and 14, representing two different tests, show that 
the lip produces callus far more abundantly than the other areas of the 
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TasLe 13. Callus Formation from the Lip, Side, and Top of Slanting Cut Made on 
Basal End of Scion Cuttings 
Total Callus in Millimeters 
Time in Number of 
Days Readings 
Lip Side Top 
2 48 69 39 41 
2 Oil, 137 63 76 
TABLE 14. Callus Formation from the Lip, Side, and Top of Slanting Cut Made on 
Basal End of Scion Cuttings 
Total Callus in Millimeters 
Time in Number of 
Days Readings 
Lip Side Top 
18 95 124 66 64 
a2 94 266 112 130 


— 


slanting cut, whereas no marked differences exist between the base and the 
side. That the dominance of lip callusing is a polarity phenomenon is 
shown by the fact that similar slanting cuts made on the top end of the root 
piece show no striking dominance of the lip. In this case the lip, side, and 
base develop practically the same amount of callus. 


Experiment 12 (Polarity) 

The question may be raised as to whether or not the position of the 
cuttings with reference to gravity during the callusing period influences 
the effects of polarity. 

Methods—Wealthy and Yellow Transparent grafts were callused in 
upright, horizontal, and inverted positions in a medium of moderately moist 
peat moss at approximately 20° C. Callusing was examined after 34 


days. 


Results—Table 15 shows that callusing was the same, whether the 


TABLE 15. Lffect of Position of Apple Grafts During Storage on the 
Abundance of Callus * 
Scion Callus Root Callus 
Variety Position of Grafts 

Lip Side Top Lip Side Top 

Upright ALOln e220 PEO || ie O27 5c 
Wealthy Horizontal Adoy || QO ASO || O75) || CWO || Ons 

Inverted vO} 3K) P30) || 38 (6) O87 55 elo 

Upright AO || OS | Axor | os) || Oe) 1.0 

Yellow Transparent Horizontal B46) ||| Axo) Aoy |) xo) 0.0 1.0 
Inverted MO | OFS || Pav || oO) 0.0 1.0 


* Average per individual cutting. 
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grafts were upright, horizontal, or inverted. The grafts united well in 
most cases, without reference to position. If gravity were responsible for 
the basally dominant development of callus, it must have acted prior to 
the callusing period. 

Experiment 13 (Polarity) 

Next to the possibility of a gravitational causation for basal dominance, 
that of food accumulation might be considered. This has not been given 
particular study in these experiments, although the results of a simple 
test made in this connection may be of interest. 

Methods.—Apple cuttings of current season’s growth and of one-year- 
old and two-year-old wood were used. The basal end of each cutting was 
treated with a solution of iodine and potassium iodid in water. The cuttings 
were then divided into two groups, according to whether they contained 
little or much starch. The treated surfaces were carefully cut away with 
a sharp knife, and each lot of cuttings was placed in a desiccator over water. 
The material was sprayed every day with water from an atomizer so as to 
assure further favorable moisture conditions. Readings were made after 
20 days. 

Results ——Table 16 shows that the difference in starch content of the 
cuttings was not correlated with any apparent difference in the abundance 
of callusing. 


TABLE 16. Influence of Starch Content on Amount of Callus 


Average Callus per Individual Cutting 

Age of Wood Number of Cuttings of Low Cuttings of High 

Pieces Starch Content Starch Content 
Lip Side Top Lip Side Top 
Current season’s........| - il 5.0 1.0 Ons 2.0 1.0 1.0 
PA WeaireolGle 55.5 45e anne m7 3.0 1.5 2.0 BUG) 1.0 1.0 
BaVeau-Oldie asne os = aa. 5 3.0 1.0 1.0 2.0 1.0 

1 


Discussion.—This bit of evidence cannot be taken with any degree of 
finality, but it indicates that polarity, as it influences the formation of 
callus, may not be dependent on a simple food relation; it suggests that the 
polarity may be based on a complex of factors imperfectly understood at 
the present time. Kostoff (1928), working with whip grafts of solanaceous 
plants, found that starch accumulates just above the callus, and stated that 
“this great accumulation of food is the specific cause of the proliferations.” 
While the dependence of callus development on the accumulation of food is 
an interesting possibility, it has not been satisfactorily demonstrated as yet, 
so far as the writer knows. 

Since these studies have pertained particularly to root-grafts in which 
the top of the root-piece is united with the bottom of the scion-piece, nearly 
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all measurements of root callusing have been of callus formed from the top 
ends of the root-pieces. Many observations indicate that the root calluses 
practically as well as the scion (though root callusing may not be so uniform, 
owing to inherited differences because of seedling origin), but the top end 
of the root neither calluses as well as the bottom end of the scion nor as 
well as the bottom end of the root. 


Significance of Downward Polarity in the Formation of Callus Overgrowths 


The preceding experiments have shown the distinct characteristic of 
apple scion and root cuttings to form callus tissue more abundantly from 
the lower ends. This fact seems to have a direct relation to the usual 
occurrence of graft-union overgrowths as proliferations of the scion (particu- 
larly the lip) rather than of the root stock, and further supports the view 
that overgrowths found at the unions of young apple trees are frequently of 
callus derivation, their formation being very largely influenced by this de- 
cided polarity. Plate XXII, figure 1 shows Wealthy grafts with over- 
growths of scion derivation at the unions as well as those of stock origin at 
the bottom of the root pieces: 


Effect of Variety on Callus Formation 


Observations on the callusing of cuttings of several apple varieties have 
repeatedly shown that varietal differences exist both in the rate of forming 
callus and in the final abundance attained under like external conditions. 
Since nurserymen find some varieties more susceptible to ‘‘callus knot”’ 
than others, a demonstrated correlation between varietal callusing capacity 
and varietal susceptibility to overgrowths may be regarded as of particular 
interest. 

Experiment 14 (Variety) 

Methods.—See experiment 6. Any procedure that permits the normal 
formation of callus serves to illustrate the importance of variety. 

Results —Table 17 shows that different varieties vary markedly in the 


TABLE 17. Comparative Amounts of Callus from Scion Cuttings of Five Varieties 


Total Callus in Millimeters 
Variety 

7 Days 16 Days 21 Days 
Vellow Transparent ince, wan ce see ee 22.05 63.75 78.50 
VIG CEI 2) ihe a Mera mu ee es 27.50 63.00 71.25 
Denthavigd. «onshore ee ee Ree 24.25 61.50 62.75 
Delicious. De UENO NG Ech Shs NO S.A Oiisy nS p25 34.50 BRIE 
NWAUUTOR UN ates, cra Rly och dale cave wlbt oo odes 10.00 35.50 49.75 


rate at which they form callus. These data indicate that Yellow Trans- 
parent, Wolf River, and Ben Davis are rapid callusing varieties, whereas 
the Delicious and Willow Twig are comparatively slow callusing varieties. 

Other observations have indicated that in general the varieties that 
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exhibit the highest initial rates of callus formation are also the ones that 
develop the largest final volumes before callus growth ceases. The Yellow 
Transparent was always found to be a prolific callusing variety. In many 
experiments this variety was used in conjunction with the Wealthy and 
Jonathan varieties, and in these experiments the Yellow Transparent 
usually produced the most callus, the Wealthy less, and the Jonathan least. 
This is shown in tables 18 and 19. Differences between varieties in abun- 


TABLE 18. Comparative Amounts of Callus from Cuttings and Grafts of Three Varieties 


Total Callus in Millimeters 


Variety 21 Days 52 Days 
Mellowmlzansparent ec sacs 0oseek 70.0 132.0 
Wisail eles eies o Gabler ores em eer tae Nee 66.0 126.0 
Jonathan paces cresc ne ee a cots 58.0 112.7 


TABLE 19. Comparative Amounts of Callus from Cuttings and Grafts of Two Varieties 


Total Callus in Millimeters 


Variety 18 Days 50 Days 
Wellowseliranspanrent.=.cehiesi02 eee 76.0 141.0 
JOnathanmerernprge en ier. ec ae 52.0 114.0 


dance of callusing are more marked in some instances than in others, but 
consistent differences usually exist. 

Discussion.—lt is a very significant fact that the abundant-callusing 
varieties have generally been found to be particularly subject to union over- 
growths. Thus, the Yellow Transparent and Wealthy varieties knot badly 
as compared with many other varieties. Ina study of overgrowths Muncie 
(1926) frequently used the Wealthy variety because of the high percentage 
of trees of this variety which were discarded in the nursery on account of 
overgrowths at the graft union. If a large number of commercially grown 
apple varieties were arranged in a series according to the abundance with 
which their cuttings formed callus under similar conditions, it seems very 
probable that this series would agree closely with a series based upon 
susceptibility to callus knot in the field. 


GENERAL DISCUSSION OF RESULTS 


Just as suitable conditions of heat, moisture, and oxygen are essential 
for the growth of all plants and animals, so are they essential for the growth 
of callus cells. Published information is very limited with reference to the 
influence of temperature upon callus development. This is especially true 
with respect to the callusing of stem and root cuttings of apple. There 
has been an equal lack of information as to the effects of moisture, as well 
as of other environmental factors, on callus formation. The present study 
was begun with a view of gaining more definite information on some of 
these points. -It was thought that it would yield data which, in addition 
to being of general scientific value, might be useful in apple root-grafting 
practices, applying not only to the formation of wound tissue but to the 
prevention of excessive callusing. 
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The results show that temperature may be employed as an effective 
instrument in the control of callus formation. Within a wide temperature 
range, higher temperatures greatly accelerate callus formation. A tem- 
perature between 0° and 5° C. lies close to the lower limit of this range, and 
allows only a small amount of callus to be formed after a period of several 
months. At 10° C. callus formation is more rapid than at 5°, and at 15° it 
proceeds at a still higher rate. Growth curves within this range are uni- 
formly concave (indicating an acceleration with the lapse of time), whereas 
curves for temperatures ranging from 20° upwards are convex (showing 
rapid growth of callus during the early part of the storage period, but a 
gradual retardation later). Although the rate of callus formation increases 
with rise in temperature, if the temperature is above 32° C. pronounced 
injury occurs. Above this point browning of the surface cells takes place, 
and the injured cells are readily attacked by molds. By the proper manipu- 
lation of the temperature a desired degree of callusing may be had in a 
given length of time. The temperature can be so regulated that apple 
grafts can be callused to a point where they are ready for setting out within 
several days’ time, or by using a lower temperature the time for reaching 
this abundance of callusing may be extended over several months. Or the 
grafts may be properly callused and then kept at a sufficiently low tem- 
perature to prevent further bud, root, and callus development until such a 
time as they can be planted. 

The moisture conditions of the environment have a pronounced retarding 
influence on callus formation when they are such as to allow considerable 
desiccation of the tissues. The percentage relative humidity of a sur- 
rounding atmosphere seems to be of less importance than the continuous 
availability of liquid water to the plant material. Cuttings that were 
exposed to 100 percent relative humidity usually callused only slightly; 
but if the cuttings were completely covered with a moist medium of peat 
moss, sphagnum moss, or sand, so that a film of water was held against 
their surfaces, they callused abundantly. Some callus will form in atmos- 
pheres of less than 100 percent relative humidity, but it is usually meager 
in amount and short-lived. Once saturation of the atmosphere has been 
attained and a film of liquid moisture has been made available to the plant 
materials, little or no stimulation of callus development results from in- 
creasing the moisture content of the surrounding medium. It was found 
that with the type of peat moss used, 100 percent water (with respect to 
dry weight of the peat moss) was sufficient to permit good callusing, and 
that the water content of the medium may be increased several times 
(to 300-400 percent) with no great modification of result. Peat moss was 
found to be a very satisfactory medium for experiments on callusing because 
of its great absorptive and water-holding capacity. If cuttings or grafts 
are covered deeply with peat moss containing 300 percent water, no further 
water need be added under ordinary conditions for a month or more. 
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Sand is perhaps the most commonly employed medium for callusing of 
cuttings and grafts, but it differs greatly from peat moss in its physical 
properties. When water is added to sand the spaces between the particles 
are flooded (absorption is negligible), but this water is held very loosely 
due to the coarseness of the medium and to its inability to absorb. In a 
warm, dry room water must frequently be added to the medium. The 
alternate flooding and drying of the medium does not favor callus formation, 
and unsatisfactory results may be obtained. 

Oxygen is essential for callus formation, but a lower percentage than 
that of ordinary air is sufficient. Callus development is not checked by 
extremely high concentrations of oxygen. Evidence was obtained which 
indicates that high concentrations of carbon dioxid inhibit callusing. 

Apple cuttings, whether shoot or root in derivation, manifest a distinct 
basal polarity in the formation of callus. That is, the lower end of both 
scion and root cuttings calluses with distinctly greater abundance than 
the upper end. If a slanting cut be made on the basal end of a scion cutting, 
the lower end, or lip, of this cut surface produces far more callus than the 
upper end. The top end of either a scion or a root cutting calluses com- 
paratively poorly, regardless of whether the cut is transverse or slanting. 
The explanation of this polarity is not known. It does not appear to be an 
effect of gravity, unless gravity influences the cuttings before they were 
severed from the parent tree. The cuttings manifest the same polarity 
whether stored for callusing in an upright, a horizontal, or an inverted posi- 
tion. Although preliminary tests have not been successful in showing a 
dependence of polarity upon food storage, this is a possibility. Root knot or 
callus overgrowths are doubtless related to polarity in callus formation, since 
in most cases these are outgrowths from the scion lips of root-grafted trees. 
Since in a tongue-graft union the scion lip occurs on the bottom end and 
the root lip occurs on the top end of the cutting, it is the scion lip which 
calluses the more abundantly. With suitable temperature and moisture 
conditions and a continuous supply of descending elaborated food from the 
growing tree, it seems very probable that the original callus roll from the 
scion lip might continue its growth over several years. 

Cuttings from selected varieties differed as to the rate and final abun- 
dance of callus formation. The Yellow Transparent, Wealthy, Wolf River, 
and Ben Davis varieties have been found to be abundant callusers, whereas 
the Jonathan, Delicious, and Willow Twig varieties produce callus less 
vigorously. These differences may have a direct relation to varietal sus- 
ceptibility to overgrowths at the graft union, since the abundant-callusing 
varieties are particularly subject to proliferations of this type. 


SUMMARY 


Recent investigations on the crowngall disease have indicated that a 
large proportion of the overgrowths on root-grafted apple trees are in the 
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nature of callus rather than bacterial tumors. Thus the necessity arose 
for studying the influence of such important environmental conditions as 
temperature, moisture, and aération on the callusing of apple cuttings and 
grafts. Both constant temperatures (ranging from 0° to 40° C.) and variable 
temperatures were used. Variable moistures were provided in two ways: 
(1) by varying the humidity of the atmospheres used, and (2) by varying 
the water content of a peat moss callusing medium. Aération conditions 
included atmospheres of different oxygen, nitrogen, and carbon dioxid 
concentrations. During the course of the study repeated observations have 
also been made on polarity phenomena and varietal differences which seemed 
pertinent to the formation of callus overgrowths. The results may be sum- 
marized as follows: 

1. The complete range of temperatures permitting the formation of 
callus from apple cuttings (scion or root) and grafts was found to lie between 
o° and 40° C. At 3°-5° only a small amount of callus developed during a 
period of several months. Between 5° and 32° the rate of callus formation 
increased and the time elapsing before attainment of final volume decreased 
with- rise in temperature. At temperatures above 32° injury usually 
resulted, and at 40° death of the tissues, accompanied by mold formation, 
always occurred within the first few days. 

2. By the proper regulation of controlled temperatures the callusing 
processes may be so accelerated or retarded that, within reasonable limits, 
a desired degree of callus formation may be had within a given length of 
time. Hence, apple grafts may be callused over a period of several months; 
they may be similarly callused within a few days, or, after being properly 
callused, they may be held in good condition for at least several months 
before planting. 

3. For general callusing purposes, temperatures below 20° C. rather 
than higher have been found most satisfactory. 

4. Variable temperatures do not change the general relations. Callusing 
is accelerated or retarded according to the degree and duration of the 
temperature. 

5. Air moistures below saturation have generally been found to be 
inhibiting in their effect on callus formation, since below this point desicca- 
tion of the tissues occurs. As the moisture content of the air falls, the rate 
of desiccation increases. 

6. Liquid water, present as a film inclosing the cutting, appears to pro- 
vide the most favorable moisture conditions for bringing about uniform cal- 
lusing. Such conditions are supplied by moderately moist peat, sphagnum, 
or sand. 

7. Good callusing takes place in a peat moss medium containing I00 
percent water by weight. Practically no increase is brought about by 
raising the water content of the medium, and no perceptible injury or 
inhibitory effect occurs if the proportion of water to oven-dried peat moss 
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is increased from three to four times. With a water content beyond this 
point, however, aération probably becomes a limiting factor, and callusing 
is inhibited. 

8. Desiccation of callus tissue is accelerated by increase in temperature 
and decrease in humidity. 

9. Proper aération was found to be important for callusing. The 
evidence indicates that while some oxygen is required, an amount of oxygen 
below that of air (20 percent) is sufficient. Callusing took place in high 
concentrations of oxygen, but was inhibited in 100 percent oxygen. High 
concentrations of carbon dioxid, particularly with a limited supply of 
oxygen, prevented callusing. 

10. Both scion and root cuttings of apple manifested a distinct polarity 
in callus formation. Dominance of the bottom end over the top end of 
cuttings held regardless of the position of the cuttings, whether upright, 
horizontal, or inverted. 

11. Varieties differ both in the rate and abundance with which they 
form callus. The Yellow Transparent, Wolf River, Wealthy, and Ben 
Davis are abundant callusing varieties, and the Jonathan, Delicious, and 
Willow Twig are moderate callusing varieties. 

12. The effects of polarity and varietal differences on callus formation 
of apple cuttings and grafts appear to be significantly related to the 
occurrence of overgrowths at the union of root-grafted trees. 
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EXPLANATION OF PLATES 


PLATE XXII 


Fic. 1. Apple grafts (Wealthy X French crab) after growing 86 days in the green- 
house. The graft on the left shows a slight overgrowth from the scion lip, and both grafts 
show distinct overgrowths from the bottom ends of the root pieces. 

Fic. 2. Apple grafts (Wealthy X French crab) which have been stored in moist 
peat moss at different temperatures. Typical shoot and root development is shown for 
different storage temperatures and times. The callusing of the grafts has proceeded 
nearly parallel with these other growth activities. Reading from left to right: 5° C. for 
48 days, 10° for 40 days, 10° for 48 days, 15° for 40 days, and 15° for 48 days. 

Fic. 3. Abundant callus formation from the bottom ends of apple cuttings, as 
follows: upper, Delicious cuttings; lower, French crab root cuttings. The calluses in both 
cases have grown together. 


PLATE XXIII 


Fics. 1-5. Jonathan cuttings which were callused at similar temperatures in peat 
moss which varied greatly in water content. The several figures combined illustrate the 
broad moisture tolerance manifested by callusing tissues. Average moisture contents of 
the peat moss media (percentage water by weight per 100 parts oven-dried peat moss) 
for the entire storage period were as follows: reading left to right: 97, 177, 271, 337, and 437 
percent. In addition, the effect of polarity on callusing is shown by the unequal ability of 
the two ends of the same cutting to form callus. 

Fic. 6. The figure shows the injury which resulted in high concentrations of oxygen 
when Wealthy cuttings were stored for 34 days in various mixtures of oxygen and nitrogen. 
Since callusing of the cuttings was negligible during exposure to the gas, they were trans- 
ferred to optimum conditions (moist peat at a moderate temperature) in order to test 
injury. The result is shown after 14 days. The initial gas mixtures for the different sets 
of three cuttings each were as follows, reading right to left: air check, 0 percent oxygen 
(nitrogen used as complementary gas in each case), 10 percent oxygen, 20, 30, 40, 50, 60, 
70, 80, 90, and 100 percent. 


SATIVD :AddIHS 


WXX 3LV1d “HAX AWNIOA “ANVLOG JO IWNYNOF NVOINaWY 


VOLUME XVII, PLATE XXIII. 


AMERICAN JOURNAL OF BOTANY, 


CALLUS 


SHIPPY: 


Reprinted from PuyroratHoiocy, Vol. XX, pp. 391-417, May, 1930 


THE FUNGICIDAL ACTION OF SULPHUR: I. THE ALLEGED 
ROLE OF PENTATHIONIC ACID» 2 


FRANK WILCOXON AND Sic 1815 EN gs TIMMG KOU nan, expos 


INTRODUCTION 


Although sulphur and certain of its compounds have been used for many 
years as a means of combating fungous diseases of plants, it is remarkable 
that there exists today no uniformity of opinion as to how its fungicidal 
action is exerted; and there is scarcely a compound of sulphur which might 
conceivably be formed from the element, under the conditions of use, to 
which its toxic action has not been attributed. Among these compounds are 
sulphur dioxide, hydrogen sulphide, sulphuric acid, thiosulphurie acid, and 
pentathionic acid. Some investigators maintain that the element itself is 
the active agent, either in finely divided form or as vapor, although its in- 
solubility and low vapor pressure have led the majority to consider it as a 
source of some more toxic principle. Extensive reviews of the earlier work 
on this topic are given by Windisch (54), Barker, Gimingham and Wiltshire 
(2), Doran (12), Young (55), Vogt (48), Thatcher and Streeter (46), 
Goodwin and Martin (20, 21), and others. There is a great diversity of 
opinion expressed, and much of the early work is inconclusive and not sup- 
ported by adequate experimental evidence. 

The present paper presents the results of an experimental test of the 
hypothesis of Young (55), first set forth in 1922, that traces of pentathionic 
acid associated with sulphur and formed from it constitute the active fungi- 
cidal agent. It is hoped to follow this with a second communication dealing 
with hydrogen sulphide, which has recently become once more of interest 
through the work of Marsh (30). 

It has been shown by Freundlich and Scholz (19), that certain types of 
colloidal sulphur are stabilized by adsorbed traces of pentathionie acid. 
These types, called hydrophilic because of the greater degree of hydration 
of the particles, were found by Young (55, p. 413) to be more toxic than the 
hydrophobic types which do not contain pentathionie acid. Later he and 
Williams (51, 52, 56, 57) were able to correlate the toxicity of sulphur 
dusts with the presence or absence of pentathionic acid on the sulphur par- 
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ticles. Several of the published statements of Young in regard to the chem- 
istry of pentathionic acid are at variance with previous chemical knowledge. 
For example, Young (55, p. 426) states that pentathionic acid is stable only 
within a narrow range of pH 4.2—5.4; whereas, it is well known that the acid 
is detroyed by alkalies, and rendered more stable by acids, and does not 
exhibit any such zone of optimum stability. Thus Freundlich and Scholz 
(19, p. 265), in discussing the stability of colloidal sulphur, say: ‘“Sauren 
flocken deswegen so schwach, weil sie die Bestindigkeit der Pentathionsaure 
erhdhen.’? Again, Young in summarizing the results of his first paper (55, 
p. 432) states that pentathionic acid is volatile. This is contrary to the im- 
pression of previous workers in the field of the polythionic acids, and has 
not been shown, so far as the present authors are aware. Young does not 
describe in detail his method of preparing solutions of pentathionic acid, 
although he and Williams (52, 57) and Williams, Liming and Young (53) 
give the results of spore germination tests with such solutions, and it is not 
clear that they ever studied pure solutions of this acid, uncontaminated by 
other substances. The importance of doing this will be realized when it is 
remembered that pentathionic acid readily reacts with many other sub- 
stances forming finely divided sulphur as a product, which would comph- 
cate the interpretation of the results. The conclusions of Young have been 
eriticized by Barker (39, p. 313; 1, p. 80) on the ground that sulphur ex- 
hibits toxicity outside the limits of pH specified by Young for the existence 
of pentathionic acid. Goodwin and Martin (20, p. 626) have also ques- 
tioned the statements of Young regarding the volatility of pentathionic 
acid. Roach and Glynne (38), in their studies on the winter sporangia of 
Synchytrium endobioticum (Schilb.) Pere., were unable to find any differ- 
ence in toxicity between pentathionie and sulphuric acids, at the same hy- 
drogen-ion concentration. 

In making comparisons of the toxicity of chemical substances to fungus 
spores, there are two requisites for obtaining accurate results which, though 
quite obvious, have not always received the consideration they deserve. (a) 
The substances whose toxicity is to be measured must be available in a pure 
state and of known concentration, and (b) the technique employed must be 
capable of distinguishing between the toxicity of the substances it is desired 
to compare. 


EXPERIMENTAL METHODS 


In these studies spore-germination tests have been employed to determine 
toxicity and the methods followed are those described in detail by McCallan 
(31, 32). These are moist-chamber tests and consist essentially of germi- 
nating the spores on glass slides in inverted moist chambers. The spores 
are suspended in the liquid toxie agent and pipetted as drops onto the 
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slides. In the case of toxic dusts, the slides are first dusted and then an 
aqueous suspension of spores pipetted onto the slides. The slides are sup- 
ported on glass racks in the moist chamber. there being four slides to each 
chamber. Four drops are placed on each slide, hence there are a total of 
sixteen drops in each chamber, For an illustration of a moist chamber com- 
pletely set up see MeCallan (31). The chambers are sealed with water to 
preserve an atmosphere of high humidity. These chambers are placed at. 
the desired temperature and the spores examined for germination after a 
given time. The percentage of germination and average length of germ 
tubes are recorded. 

Redistilled water has been used as the medium for all tests and the tem- 
perature in all cases was within the range 19-23° C. The concentration of 
spores in the drops ranged from about 10 to 40 per low-power field of 1920 y 
diameter. In determining the toxicity of a given compound to a given 
fungus, the number of spores per field was always approximately the same. 
The time allowed for germination before examination was from 18 to 48 
hours. Since, in none of the fungus spores employed has the percentage of 
germination appreciably increased after 12 hours, the longer periods of 
time have merely facilitated greater growth of the germ tubes already 
formed. In most cases there was but little further elongation after 24 
hours. 

Four common and representative pathogenic fungi were selected for this 
study : Sclerotinia americana (Wormald) Norton and Ezekiel (13), Botrytis 
sp., of cinerea type, Macrosporium sarcinaeforme Cay., and Uromyces 
caryophyllinus (Schrank) Winter. The first three species were among 
those studied by Young in his first paper (55), provided that his Sclerotinia 
was also the common American brown-rot fungus. Young employed Sclero- 
tinia almost exclusively in his latter studies. The Sclerotinia americana 
was isolated from infected white sweet cherries at Mattituck, New York, 
June, 1929. This fungus has been grown on potato-dextrose agar, where it 
sporulated abundantly. The spore-germination factors for S. americana 
have been discussed by McCallan (32). Since age is important, only conidia 
from cultures 5 to 10 days old have been used. The optimum germination 
temperature for these conidia is 23° C. The Botrytis sp., was obtained 
from H. H. Whetzel, Cornell University, who considers it of the cinerea 
type and designates it No. 885 in his collection. The fungus was isolated in 
1927 at St. Catherines, Ontario, Canada, from marigold, and has also been 
grown on potato-dextrose agar, where it sporulates fairly well. The opti- 
mum germination temperature was found to be 20°-25° C. The Macro- 
sporium sarcinaeforme was isolated by J. G. Horsfall at the Cornell Univer- 
sity Experiment Station from red clover in July, 1927. This fungus was 
likewise grown on potato-dextrose agar and, having a wide temperature 
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range, the conidia germinated readily at the temperatures employed. The 
Uromyces caryophyllinus was obtained from naturally infected carnation 
plants of the Early Dawn variety grown in the greenhouses at this Institute. 
The Uromyces uredospores, as is typical of many rust fungi, do not germi- 
nate well in the centre of the drop, therefore, germination counts were con- 
fined to those in the peripheral zone of the drop. Doran’s (11) narrow 
optimum temperature of 14° C., for the germination of these spores was 
not substantiated, for it was found that they germinated equally well over 
the range 10°, 15°, and 20° C., the latter of which was employed in these 
studies. 

The spores from these four fungi are especially suitable because of the 
representative range of sulphur sensitivity-each exhibits. Table 1, compiled 
from a number of experiments, demonstrates this varying degree of sensi- 
tivity to 8300-mesh dusting sulphur. 


TABLE 1—The degree of sensitivity to 300-mesh dusting sulphur exhibited by the 
spores of the fungi employed 


Percentage of ger- Length of germ 
Fungus | Spore form mune | PaO. 
Control Sulphur | Control | Sulphur 
Botrytis sp. (cinerea type).. | conidia 99.0 99.0 200 200 
Macrosporium sarcinaeforme | conidia 99.0 99.0 | 400 | 200 
| | 
Sclerotinia AMETICANA 0.0... | Conidia 98.1 60.2 | 400 | 80 
Uromyces caryophyllinus........ | uredospores 84.2 11.3 | 400 | 40 
| | 


= 


Under field conditions conidia of Sclerotinia americana are considered 
very sulphur-sensitive. It is therefore probable that only those spores 
whose germ tubes approach the vigor and length of the control would be 
capable of causing infection. 

Much of the published work on spore-germination toxicity tests must be 
discredited for two reasons: first, because of the lack of sufficiently con- 
trolled factors, and secondly, because of the lack of sufficient replications 
and number of spores counted. In another paper (31) the importance of 
controlled factors has been stressed. A thorough knowledge of the condi- 
tions affecting the germination of the fungus spores to be employed is the 
first prerequisite. The controls must give consistent germination if any re- 
liance is to be placed on the results obtained. In the studies with Botrytis 
and Macrosporium a control germination between 97.5 and 100 per cent was 
always obtained. In the case of Sclerotinia americana seventy-five per cent 
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of all controls gave a germination between 96.5 and 100 per cent. When 
the germination percentage in the controls is unusually low a dispropor- 
tionate effect is obtained with the treated spores, the percentage of germina- 
tion in the latter being greatly reduced. For this reason, all experiments 
with Sclerotinia americana have been discarded in which the controls have 
given less than 96 per cent germination. The uredospores of the obligate 
parasite Uromyces caryophyllinus are more variable in their germination. 

All experiments have been performed using duplicate and, in some cases, 
triplicate and quadruplicate moist-chamber tests. In general, but one mi- 
croscopic field has been counted in each spore-suspension drop; however, in 
the case of low spore-suspension concentrations more fields have been 
counted. From 600 to 2000 spores have been counted from the eight slides 
constituting a duplicate moist-chamber experiment. The larger the number 
of spores counted the smaller can be the significant difference between treat- 
ments. In any experiment of this kind, it is necessary to balance the time 
and labor involved in counting a large number of spores against the preci- 
sion attainable in the final result and effect a compromise which will give 
the desired precision. 

From the data obtained in 250 representative duplicate tests, the stand- 
ard deviation of a single moist-chamber test was caleulated by the method 
of Fleisch (14), and that of the difference between two such tests by the 
usual formula o2,=02+02. The significance of any observed difference be- 
tween two treatments may then be estimated by referring to a table of 
values of the probability integral. Unless the difference is at least twice its 
standard deviation it can not be considered very significant. These values, 
calculated for five different germination-percentage classes, are shown in 
table 2. 


TABLE 2.—The average percentage of deviation of representative duplicate tests from 
their mean, and the difference in germination percentage required to show 
a significant difference between treatments, calculated for five 
germination-percentage classes 


Average per-| Standard de-| Germina- 
cates, Total centage of Standard viation of tion—per- 
anon — | Fo 2 ae deviation of deviation of difference be-| centage dif- 
pee eee re eupicase duplicates single test: tween two ference to 
UE tests from their percent — similar tests: | give odds of 
mean per cent 50-1 
0- 20 50 0.99 2.27 | 3.21 7.45 
20- 40 50 2.60 4.80 | 6.79 15.75 
40- 60 50 3.78 7.46 10.55 24.48 
60-— 80 50 2.76 5.61 | 7.93 18.50 
80-100 50 0.45 i119) | 1.68 3.90 
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It will be observed that the mean deviation of duplicates is least in the 
0-20 and 80-100 per cent groups, and greatest in the 40-60 per cent group. 
Because of the variation in the viability of the spores, a repetition of tests 
at different times, that is different experiments, will not give such consistent 
results as duplicates of the same experiment at the same time. A similar 
effect has been observed by Smith (42, p. 31). 


THE TOXICITY OF PENTATHIONIC ACID 
The chemistry of pentathionc acid 

Historical—Pentathionic acid, H,S,O,, has been the subject of numer- 
ous investigations (17, 18, 28, 29, 41) since its discovery by Wackenroder 
(49) more than eighty years ago, in the solution obtained by passing hydro- 
gen sulphide and sulphur dioxide into water. The difficulties encountered 
in preparing the salts of this acid in pure form suitable for analysis led 
some workers to doubt its existence. Spring (44, 45) in a series of papers, 
the last of which was published in 1882, presented a critical discussion of 
previous work and concluded that the alleged pentathionic acid was a solu- 
tion of sulphur in tetrathionic acid. In 1888 Debus (10) published the 
results of a very thorough study of the Wackenroder solution in the course 
of which methods were devised for obtaining several of the salts in pure 
form, by treatment of the concentrated solution with the acetate of the 
metal whose salt was desired. It was also shown that the salts could be 
recrystallized from an acidulated solution with less decomposition than 
from pure water. The work of Debus eliminated all doubt as to the exist- 
ence of the acid, and subsequent investigators have dealt with the mode of 
its formation and decomposition (16, 24, 35, 36), structure, physical proper- 
ties (15, 23), and its quantitative determination in the presence of other 
sulphur acids (25, 27, 37). Some of these questions have not yet been satis- 
factorily settled (3). It was found by Salzer (40) that pentathionie acid 
was formed in an acidified solution of sodium thiosulphate if a small amount 
of arsenious acid were present. This method of preparation of the acid and 
its salts has been used by Raschig (34) and has been thoroughly studied by 
Kurtenacker and Czernotzky (26). It furnishes a much more convenient 
method of preparation than the original method of Wackenroder, since, by 
suitable adjustment of the concentrations of the reactants, the yield of pen- 
tathionie acid can be made large and that of other polythionie acids quite 
small. 

In addition to these two methods of preparation it has been shown that 
pentathionic acid is formed by the hydrolysis of sulphur monochloride (19, 
p. 266), as well as by leading sulphur vapor and water vapor through a 
heated tube (22). Of special interest in connection with this investigation 
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is the suggestion of Brugnatelli and Pelloggio (6) that oxidation of sulphur 
in the presence of moisture leads to the formation of pentathionie acid as 
an intermediate product in the formation of sulphuric acid. An interest- 
ing case of the occurrence of pentathionates in nature is reported by Day 
and Allen (9, pp. 115-118). These authors found that salt inerustations 
around hot springs near Lassen Peak, Shasta County, California, contained 
considerable amounts of soluble pentathionates. 

Pentathionic acid has not been obtained in a pure state, although aque- 
ous solutions containing 50-60 per cent of the acid may be prepared. It is 
a strong acid comparable to sulphuric acid and may be titrated with methyl- 
orange indicator. It is fairly stable in the presence of other strong mineral 
acids, but is at once decomposed by addition of an excess of sodium hydrox- 
ide solution, with separation of elementary sulphur in finely divided form, 
and this reaction forms the basis of a characteristic qualitative test for 
pentathionic acid, since no other oxygen acid of sulphur gives this test, 
with the possible exception of the recently prepared hexathionie acid (50). 
A less conclusive test is the formation of silver sulphide when a solution con- 
taining pentathioniec acid is treated with ammoniacal silver-nitrate solution. 

Among other reactions of pentathionates may be mentioned that with 
sodium sulphite forming sodium trithionate and thiosulphate, which has 
been used as a rapid titration method by Kurtenacker and Bittner (25). 
Hydrogen sulphide also rapidly decomposes pentathionic acid forming sul- 
phur and water, according to Debus (10). 

Preparation of potassium pentathionate and barium pentathionate.—In 
order to test the hypothesis that pentathionic acid is a factor in the toxic 
action of sulphur on fungus spores, it is desirable to prepare solutions of the 
acid from its purified salts, since the crude preparations obtained by the 
method of Wackenroder or of Salzer may contain a number of other com- 
pounds in addition to pentathionic acid. The potassium salt has been pre- 
pared by a number of investigators and its optical and crystallographic 
properties described by Fock and Kliiss (15). Barium pentathionate has 
been prepared by Lenoir (29) and by Fordos and Gélis (18), and these 
authors note that the barium salt when precipitated by alcohol persistently 
retains small amounts of alcohol. 

The procedure used in this investigation was the same as that described 
by Raschig (84, pp. 274-289). The final syrupy solution of pentathionic 
acid was freed from sodium pentathionate as described by him and treated 
with potassium acetate and acetic acid in alcohol. The potassium salt was 
recrystallized once from water containing 1 per cent sulphuric acid, washed 
with alcohol, and dried over calcium chloride. In the case of the barium 
salt, a concentrated solution of barium acetate, containing 3 per cent of free 
acetic acid was added to the pentathionic acid and barium sulphate filtered 
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off. On treating the filtrate with an equal volume of alcohol, the barium 
pentathionate separated in well-formed rectangular tablets. This salt was 
dissolved in water acidulated with acetic acid, and reprecipitated with al- 
cohol. The proportion of potassium or of barium in these preparations was 
determined by ignition to constant weight with an excess of concentrated 
sulphuric acid and that of sulphur by oxidation with bromine and hydro- 
chlorie acid followed by precipitation as barium sulphate. 


TABLE 3.—Results of analyses of potassium pentathionate and barium pentathionate 


Potassium pentathionate Barium pentathionate 


Caleulated for | | Caleulated for 


Found | K,9,0,.14 H.0 | Found [Ba8.0.84 H.O 
Potassium. ... | 21.67% ‘| 21.63% iBariume.. | 30.21% | 30.08% 
Sulphur... 44.16% 44.34% Sulphur wun. | 35.30% | 35.10% 
| 


Ratio K-S..| 2-497 | 9-5 Ratio Ba-S... 15 0 1-5 


The erystals dissolved in water, formed a clear solution and gave the qual- 
tative tests for a pentathionate, @.e., an immediate precipitation of sulphur 
with sodium hydroxide and a brownish black precipitate with ammoniacal 
silver nitrate. A 0.1-gram portion in 10 ¢.c. did not decolorize 1 drop N/10 
iodine, indicating the absence of sulphites and thiosulphates, and gave no 
precipitate with barium chloride, indicating the absence of sulphates. The 
erystals (Figs. 1 and 2) were submitted for examination to C. W. Mason, of 
Cornell University, who reports as follows: 

‘*Potassium pentathionate hemitrihydrate. Orthorhombic, (as described 
by Groth: Chemische Krystallographie 2: 717. Leipzig, 1906). 2V about 
65°, v < pe, with the axial plane parallel to 010. Optically negative. Re- 
fractive indices by the immersion method: g=1.570; B=1.63 +; y =1.658.”’ 

‘‘Barium pentathionate, hydrated. As received: well-formed rectangu- 
lar tablets, occasionally with their corners truncated by small bipyramid 
faces. The tablets are flattened parallel to the axial plane, so that only edge 
views exhibit interference figures. 2E is large, and the optical character is 
positive (--). Refractive indices by the immersion method: g=1.620-; 
B= 1.640—-; y =1.670.’’ 

‘““The above tablets, placed in water, become covered by numerous small 
prismatie crystals. Reerystallized from water, in which the salt is very 
soluble, imperfect tapering four sided prisms with curved edges, very acute 
ends, and marked transverse cleavage, are obtained. These exhibit extinc- 
tion varying from parallel to about 8° as a maximum. Interference figures 
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Fic. 1. Crystals of potassium pentathionate from aqueous solution by addition 
of alcohol. 


Fig. 2. Orystals of barium pentathionate from aqueous solution by addition 
of alcohol. 
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were not obtained on account of the unfavorable habit of the crystals. Ap- 
proximate refractive indices, by the immersion method <q = 59 pa 101, 
y=1.75. Reerystallized by the addition of alcohol to a concentrated aque- 
ous solution, crystals like those from water are first formed, singly and in 
clusters. As more alcohol is added these dissolve and rectangular tablets 
appear, finally replacing them completely. This indicates the existence of 
two different degrees of hydration.’’ 

Solutions containing pentathionic acid were obtained by treating 1 gram 
of the potassium salt with the calculated quantity of tartaric acid required 
to liberate the pentathionic acid and form potassium acid tartrate, if the 
reaction were complete. It was found, however, by weighing the potassium 
acid tartrate which crystallized out, that the conversion was approximately 
50 per cent complete and the final solution contained pentathionic acid, 
potassium pentathionate, and tartaric acid. 

In the case of the barium salt, solutions of pentathionic acid were ob- 
tained by adding to a-known solution of the salt the exact quantity of stand- 
ard sulphurie acid required to precipitate the barium as sulphate. The 
latter was filtered off and the solution diluted to the concentration desired. 
The pentathionie acid solutions obtained in this manner were quite stable, 
did not deposit sulphur on standing, and still gave tests for pentathionic¢ 
acid after keeping for a month. 


The relative toxicity of pentathionic acid, sulphuric acid, and 
hydrogen sulphide 


In this series of experiments, the comparative toxicity of pentathionic 
acid, sulphurie acid, and hydrogen sulphide was determined. Sulphuric 
acid was chosen for comparison because it is a typical strong mineral acid, 
as is pentathionic acid, but the sulphate ion shows no marked toxicity to 
fungus spores (7). Sulphuric acid is commonly present in commercial 
sulphur, and in greater quantities than pentathionie acid, and finally, it was 
used as a standard of comparison by Young and his coworkers (52, 53). 
Preliminary results with hydrogen sulphide are included, since the recent 
work of Marsh (30) appears to confirm the early findings of Polacci (33) 
that this substance is an important factor in the fungicidal action of sul- 
phur. Hydrogen sulphide rapidly escapes from aqueous solutions exposed 
to the air. Hence it was necessary to perform the toxicity tests in a closed 
vessel. The hydrogen-ion concentration of the sulphuric acid and pen- 
tathionic acid solutions was determined with the antimony electrode (4, pp. 
83, 84), because irregular results were obtained with pentathioniec acid when 
the hydrogen electrode was used. The results of this series of experiments 
are presented in tables 4 to 8 and figures 3 to 10. 
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100 ~#& 


HYDROGEN SULFIDE 
SULPHURIC ACID 


= PENTATHIONIC ACID 
FROM BARIUM SALT 


PERCENTAGE GERMINATION 


cS ! 2 3 4 5 6 7 8 
CONCENTRATION -MIEEHVOLS PER LITER 
Fic. 3. The percentage of germination of conidia of Sclerotinia americana in solutions 
containing varying concentrations of H,S, H.SO, and of H.S;0, prepared 
from the barium salt. 


O SULPHURIC ACID 
PENTATHIONIC ACID 


PERCENTAGE GERMINATION 


° FROM BARIUM SALT 


Fic. 4. The percentage of germination of conidia of Sclerotinia americana in solutions 
of H.SO, and H,S,;O,, plotted against the pH of these solutions. 


400 Tue Boyce THompson INSTITUTE FOR PLANT RESEARCH INC. 


0 0 | 98°T | C6 L | eee paar |. ceesenssessssusenneesersnnseecs Faas 
ez e'0 | eT | 509°C | 0 0 get | mene F09'e 
cs 66. Oe 969°C OV 6°66 iAued: |e 969° 
08 6 PL Ces 098°T OOL 6°08 SE's J et nid 098 TL 
OST 688 $96 0660 GLT | 6°16 OCC |) i Relea iaai 0€60 
cag L6G ggg | “meee Z9F'0 tere 0°96 Qo.e | eae Z9F'0 
Was 1°86 | coe | 360°0 00g | 9°86 OLE cecesensscecerarnessceanncnees Z60°0 
00¢ F'86 SN) eee [oaxW0K 008 F'°86 a era [orH09) 

(v1) PSUs, | woTyBUTIOS | d (eaqrty tod spourty[rut) (1) yASU9T WOTPVULUIES a (erty tod spowty[rur) 

oqny-UL1e+ 98JW9I10 H WOT} VI}WIIUOZ oq ny-Ul1e4) 9504}U9010 H WOT}RI}WIIUO| 


poe otanydyng 


(qyes wintaeq Wort) prow oTMOTYyey WIT 


DUDNLAWY DIUVOLALG fo DYpwo 


2 AY} 02 Sworpnjos prov aiunydns pup prov auoryjozuad fo fijiowo4 aanjoivdwoo ay T—F ATAVL 


WILcoxon AND McCanuan: FUNGICIDAL ACTION OF SuLPHUR 401 


HYDROGEN SULFIDE 


SULPHURIC ACID 


PENTATHIONIC ACID 
FROM BARIUM SALT 


PERCENTAGE GERMINATION 


CONCENT RATION- MILLIMOLS PER LITER 
Fig. 5. The percentage of germination of conidia of Botrytis sp. (cinerea type) in solu- 
tions containing varying concentrations of H.S, H,SO, and of 
H.S,0, prepared from the barium salt. 


O SULPHURIC ACID 


e PENTATHIONIC ACID 
FROM BARIUM SALT 


PERCENTAGE GERMINATION 


a7 6 5 4 3 
pH 


Fic. 6. The percentage of germination of conidia of Botrytis sp. (cinerea type) in solu- 
tions of H.SO, and H.S,0,, plotted against the pH of these solutions. 
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HYDROGEN SULPHIDE 
SULPHURIC ACID 


PENTATHIONIC ACID 
FROM BARIUM SALT 


PENTATHIONIC ACID 
FROM POTASSIUM SALT 


PERCENTAGE GERMINATION 


0.0 0.2 0.4 06 08 Lo 12 L4 1.6 
CONCENTRATION-MILLIMOLS PER LITER 
Fic. 7. The percentage of germination of conidia of Macrosporium sarcinaeforme in 
solutions containing varying concentrations of H.S, H.SO, and of H.S,0, 
prepared from the barium and potassium salts. 


SULPHURIC ACID 


PENTATHIONIC ACID 
FROM BARIUM SALT 


PERCENTAGE GERMINATION 


PENTATHIONIC ACID 
FROM POTASSIUM SALT 


7 6 5 4 3 2 | 
pH 
Fig, 8. The percentage of germination of conidia of Macrosporium sarcinaeforme in 
solutions of H,SO, and H.S;O, plotted against the pH of these solutions. 
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HYDROGEN SULPHIDE 
SULPHURIC ACID 


PENTATHIONIC ACID 
FROM POTASSIUM SALT 


PERCENTAGE GERMINATION 


0.0 ol 02 03 04 05 06 07 08 
CONCENTRATION -MILLIMOLS PER LITER 
Fic. 9. The percentage of germination of uredospores of Uromyces caryophyllinus in 
solutions containing varying concentrations of H,S, H,.SO, and of H.S,0, 
prepared from the potassium salt. 
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Fic. 10. The percentage of germination of uredospores of Uromcyes caryophyllinus in 
solution of H,SO, and H.S,O,, plotted against the pH of these solutions. 
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Since the results obtained with a given fungus, using sulphurie and 
pentathionie acids, are in no case significantly different, as was also found 
by Roach and Glynne (38), working with Synchytrium endobioticum, a 
single curve has been drawn through all the points obtained. This curve 
was derived by plotting the points on probability paper (47, pp. 263-270) 
and drawing the best straight line through the points by the method of least 
Squares. The sigmoid curve obtained in this way, which may be considered 
as the integrated form of a probability curve, appears to fit the data quite 
well. The theoretical significance of such a curve in relation to toxicity ex- 
periments has been discussed by Brooks (5, p. 78) and Smith (42, pp. 
31-34; 43, pp. 340-341). It will be observed that in every case hydrogen 
sulphide exhibits much greater toxicity than either sulphuric acid or pen- 
tathionie acid. 

When the percentage of germination is plotted against pH for sulphuric 
and pentathionie acids, no evidence is obtained for an optimum zone of 
toxicity. The solutions show no effect until a rather high acidity is reached, 
which varies for the different species of fungi, and the curves then drop 
sharply, the point of complete inhibition of germination being reached quite 
rapidly. 

The difference in effect of the pentathionic acid solutions made from the 
potassium salt and those made from the barium salt may perhaps be ascribed 
to the content of foreign material in the former, namely, potassium pen- 
. tathionate and tartaric acid, which contribute much to the total molecular 
concentration but little to the acidity. 

An interesting observation frequently made was that discarded solutions 
of pentathionie acid became contaminated with a species of Penicillium, 
which grew luxuriantly in these solutions. This was not the case with the 
sulphuric acid solutions. 


The toxicity of the salts of pentathionic acid 


Although, according to Williams and Young, free pentathionie acid 
exhibits marked toxicity, these authors state that the neutral salts are non- 
toxic (52, p. 861). Accordingly, a study has been made of the toxicity of 
potassium pentathionate to the conidia of Sclerotina americana, in distilled 
water, in an acid buffer solution, and in a solution to which sufficient sodium 
hydroxide was added to cause incipient decomposition of the potassium 
pentathionate. The buffer used was the phthalate—NaOH buffer of Clark 
and Lubs (8) pH 4.6 diluted to 4+ the recommended strength. The results 
are shown in tables 9 and 10. 

Potassium pentathionate in distilled water was entirely nontoxic at the 
concentration employed. When the salt is placed in an acid buffer a cer- 
tain amount of-free pentathionic acid must be formed, but, even under 
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TABLE 9.—The tozicity of potassium pentathionate solutions to the conidia of 
Sclerotinia americana 


Solution. Percentage of | Germ-tube 
germination length (ww) 
Canter scents ae. co. oie ne 99.2 | 500 
0.10% K.S;0,- 13 H.O in redistilled WicvLOrb cee eee a 99.4 500 
0.01% K.S;0,-14 H.O in potassium acid phthalate— 
NaO bufter, pH 4.6 2 ec 99.4 500 
0.10% K.S,0O,-14 H.O in potassium acid phthalate— 
NaOH chiller, pl 4.6 oe cscc ea sacadancdinnscoe 9950 500 
0.50% K.S;0,-14 H.O in potassium acid phthalate— 
WWaQl soutien, ol P60 concccscuucs caves 99.2 500 
Potassium acid phthalate—NaOH buffer, pH 4.6 .......... 99.4 500 


TABLE 10.—The toxicity, to the conidia of Sclerotinia americana, of colloidal sulphur 
formed from solutions of potassium pentathionate and sodium hydrowide 


| 

Solution |e BEE ee rears 
Controlman eae eh Scie er eee eS } o— 98.5 275 

95 ¢.c. 0.5% K.S,0,-13 HLO+5 ce. N/10 | 
INGO EDN (ies, 2 rere ene) 7 S68 0 | 0 
ditto, dilwted ILO sc ccccectmctn. eel 6 45 62.5 | 75 
5 ¢.c. N/10 in 100 ee. redistilled HO 0.00...) 11.14 83.9 | 200 
GEL LO BNI apn mrssnsys vinrc tance | 10.49 97.6 | 350 
i 


these conditions, no toxicity was exhibited, although the pH value of 4.6 
hes within the range of maximum toxicity according to Young (55, p. 410). 

In the case of the solutions to which sodium hydroxide was added, due 
to partial decomposition, colloidal sulphur was formed, and these solutions 
were highly toxic. 


THE TOXICITY OF WATER EXTRACTS FROM SULPHUR 


Williams and Young (52, p. 359) have stated that pentathionie acid 
is found in filtered water extracts from sulphur. In another place (57, 
p. 19) the same authors say that this acid is adsorbed quite completely by 
the sulphur particle so that none can be washed off. According to our ex- 
perience most samples of sulphur give water extracts which respond to tests 
given by pentathionie acid. (a) They form a brownish black precipitate 
of silver sulphide with ammoniacal silver nitrate. (b) When hydrogen 
sulphide is passed through the extracts for several minutes, colloidal sul- 
phur is formed. (c) There is a slight precipitate formed when the ex- 
tracts are made alkaline with sodium hydroxide. None of the extracts 
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examined gave the methylene blue test for hydrogen sulphide. The re- 
actions obtained were, however, not very distinct, and other substances 
than pentathionic acid might have given each of them; we are only justified 
in saying, therefore, that there is a strong probability of the existence of 
traces of pentathionic acid in the water extracts but not an absolute 
certainty. 

The toxicity of water extracts from several samples of sulphur has 
been determined. These extracts were made by triturating 100 gram por- 
tions of sulphur in a mortar with 100 e.c. of distilled water and filtering 
the mixture. Three of the sulphur samples were obtained from a well- 
known firm dealing in chemical reagents and correspond to the sulphur 
preparations listed in the U. 8. Pharmacopeia and others were two well- 
known brands of commercial 300-mesh dusting sulphur. One of the latter 
gave an alkaline water extract which showed the presence of calcium when 
tested with ammonia and ammonium oxalate. None of the extracts tested 
showed any toxicity to conidia of Sclerotinia americana when prepared as 
described above. The results appear in table 11. 


TABLE 11.—The toxicity of water extracts from various kinds of sulphur to the 
conidia of Sclerotinia americana 


Solution Roger) ee 
Control ecru yea ecient er awe ty wee rein — 99.3 | 900 
Water extract from Sulphur Lotum | 6.0 99.5 | 900 
oe ut «¢ Sulphur Praecipitum ....... | 6.4 99.4 | 800 
se ig GG Lol: (SyuU VATE ccna cmon 6.2 99.3 900 
Comitroll Fesectacsnercncns sacmcascer arte cnn er ee eee } — | 97.6 | 175 
Water extract from commercial dusting sul- | | | 
pltir. (Aoi eae ee ee | 4284 98.2 | 180 
Water extract from commercial dusting sul- | | 
HUT (IB )eecese aces ermac eee ete | 8.6 98.8 225 


THE TOXICITY OF SULPHUR DUST BEFORE AND AFTER 
TREATMENT TO REMOVE ACIDS 


When it is desired to compare two samples of sulphur and to determine 
the effect of some factor on their toxicity, as, for example, the presence or 
absence of pentathionic acid, it is necessary that the samples should be 
alike in other respects. One factor that might be expected to influence 
the toxicity is the particle size of the material. Roll sulphur was ground 
and sieved to furnish four samples whose particles varied from 33 to 285 u 
in diameter. The average diameter for each lot was determined by micro- 
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metric measurement of the particles. The toxicity to conidia of Sclerotinia 
americana was determined in quadruplicate tests on each sample. The 
results are shown in table 12. 


TABLE 12.—The relation between the particle size and toxicity of a sul- 
phur dust to the conidia of Sclerotinia americana 


Prentment Mean diameter of | Percentage of 
particle (1) germination 
Control mene te eee ate oe — | 97.6 
Ground Roll Sulphur Pe 285 62.8 
oe ae AG Or ieee Ber seat 142 47.2 
6c 66 ce ; eee 60 29.1 
a 6c 6“ 3 ie 33 20.7 


It will be seen that the toxicity increases to a marked degree as the 
particles decrease in size, and therefore particle size must be considered 
in the evaluation of sulphur dusts as fungicides. 

If the toxic factor of sulphur were pentathionie acid, it would be rea- 
sonable to expect a difference in toxicity between sulphur, treated in such 
a way as to destroy any traces which might exist, and the original sample. 
Accordingly, a sample of 300-mesh dusting sulphur which gave a marked 
test with ammoniacal silver nitrate, was divided into two portions. One 
of these was triturated in a mortar with one per cent sodium hydroxide 
solution and allowed to remain in contact with the solution overnight. 
The next morning it was filtered with suction and thoroughly washed until 
the washings were neutral to litmus. Just before use, a portion was ex- 
tracted with distilled water and the extract tested for pentathionic acid 
with ammoniacal silver nitrate. None was found. Comparative toxicity 
tests, using the conidia of Sclerotinia americana, were then made on the 
two samples in triplicate, 5000 spores being counted. The results of this 
experiment are shown in table 13. 


TABLE 13.—The comparative toxicity, to Sclerotinia americana conidia, of sulphur dust 
before and after treatment to remove pentathionic acid 


Percentage of | Germ-tube 
Angavont | germination length (w) 
CSORERETECOT! tse cree cst cceeetSe cetacean err PP rcp 98.0 400 
300-mesh sulphur untreated; with original pentathionic 
CEVA EOI AUICEN AT opeecemterettrencct scence erence retvcsrrcenrenetOSCe Reon ern 64.7 100 
300-mesh sulphur treated to remove content of pen- 
cGeirts foal OTA MeN GN Capes teeteeere eee teens reetontrarceeneet eel 64.4 100 


There is no significant difference in toxicity between sulphur treated 
to remove pentathionic acid and untreated sulphur. 
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SUMMARY 


1. The various theories that have been advanced to account for the 
fungicidal action of sulphur have been briefly reviewed, with especial em- 
phasis on the pentathionic acid hypothesis of Young. 

2. An improved technique has been employed for the laboratory deter- 
mination of fungicidal activity, by means of spore-germination tests. 

3. The spores of four representative pathogenic fungi were used, 
namely, Botrytis sp. (cinerea type), Macrosporium sarcinaeforme, Sclero- 
tinia americana, and Uromyces caryophyllinus; these exhibit varying de- 
erees of sulphur sensitivity. 

4. The accuracy attained in these tests has been determined, and de- 
fined in terms of percentage of germination and odds of significance. 

5. The chemistry of pentathionic acid has been discussed, and the prep- 
aration, analysis, and properties of potassium and barium penathionates 
have been described. Pentathionic acid solutions have been prepared from 
these salts. 

6. The comparative toxicity of pentathionic acid, sulphuric acid, and 
hydrogen sulphide to the four fungi has been determined. It has been 
found that pentathionic and sulphuric acids, both typical strong mineral 
acids, exhibit identical toxicity within the error of the experiment. The 
toxicity of these acids is apparently due to the hydrogen ion, and a com- 
paratively high concentration is required for its manifestation. Hydrogen 
sulphide is from 6 to 200 times as toxic. 

7. When percentage of germination is plotted against concentration of 
a toxie agent, a sigmoid curve is obtained. This curve appears to be the 
integrated form of a normal distribution curve, which perhaps indicates 
the distribution of resistance among the individual spores used. 

8. The neutral salts of pentathionic acid were found to be nontoxic to 
conidia of Sclerotinia americana, except when treated with sodium 
hydroxide, which destroys the pentathionie and forms colloidal sulphur. 

9. It has been found that most samples of sulphur give water extracts 
that respond to qualitative tests for pentathionie acid, but these extracts 
were not toxic under the conditions of experiment. 

10. The particle size of sulphur dusts is an important factor in their 
toxicity and must be considered in comparing one preparation with an- 
other. The toxicity increases with the fineness of subdivision. 

11. A commercial 3800-mesh dusting sulphur, treated with sodium 
hydroxide to remove pentathionie and sulphuric acids, did not differ in 
toxicity from the same preparation before treatment. 

12. It is therefore concluded that pentathionie acid is not a factor of 
importance in the fungicidal action of sulphur. 

Boycr THompson INSTITUTE For PLANT ResEARcH, INc., 

YONKERS, NEw YorK. 


bo 


(Jk) 


= 


Te ee / 
WILCOXON AND McCanuan: Funaicipa, ACTION oF SuLPHUR 413 


LITERATURE CITED 


Barker, B. T. P. Investigations on the fungicidal action of sulphur. Progress 
report. Univ. Bristol Agr. and Hort. Research Sta. Ann. Rept. 1927: 72-80. 
1927. 

, C. T. GrincHam and 8. P. WittsuHire. Sulphur as a fungicide. 
Univ. Bristol Agr. and Hort. Research Sta. Ann. Rept. 1919: 57-75. 1919. 

Bassert, H., and R. G. Durrant. The inter-relationships of the sulphur acids. 
Jour. Chem. Soe. 1927; part 2: 1401-1468. 1927. 

Britton, H. T.S. Hydrogen ions. 515 pp. D. Van Nostrand Company, Inc. New 
York. 1929. 

Brooks, 8. C. A theory of the mechanism of disinfection, hemolysis, and similar 
processes. Jour. Gen. Physiol. 1: 61-80. 1918. 

BRUGNATELLI, T., ed P. PELLOGGIO. Dell’azione del solfo sull ’acqua e sul carbo- 
nato caleico. Gazz. chim. ital. 4: 536-540. 1874. 

CLarK, J. F. On the toxic effect of deleterious agents on the germination and 
development of certain filamentous fungi. Bot. Gaz. 28: 289-327; 378-404. 
1899. 

CuarK, W. MansrieLp. The determination of hydrogen ions. 717 pp. Third 
edition. The Williams and Wilkins Company. Baltimore, 1928. 

Day, ArTHuR L., and E. T. ALLEN. Volcanic activity and hot springs of Lassen 
Peak. Carnegie Inst. Washington Pub. 360: 190 pp. 1925. 

Dezsus, H. Chemical investigation of Wackenroder’s solution, and explanation of 
the formation of its constituents. Jour. Chem. Soc. 53: 278-357. 1888. 

Doran, Wm. L. The minimum, optimum, and maximum temperatures of spore 
germination in some Uredinales. Phytopath. 9: 391-402. 1919. 

Laboratory studies of the toxicity of some sulphur fungicides. New 
Hampshire Agr. Exp. Sta. Tech. Bul. 19. 1922. 

EZEKIEL, WALTER N. Fruit rotting Sclerotinias II. The American brown-rot 
fungi. Univ. Maryland Agr. Exp. Sta. Bul. 271. 1924. 

FLEISCH, ALFRED. Die Doppelbestimmung als Genauigkeitsmass bei quantitativen 
Analysen. Biochem. Zschr. 177: 375-388. 1926. 

Fock, A., und K. Kutss. Tetra- und Pentathionsaiures Kalium. Ber. deut. chem. 
Gesell. 23: 2428-2432. 1890. 

Foerster, F., und A. Hornic. Zur Kenntnis der Polythionsauren. Ztschr. 
anorgan. u. allg. Chem. 125: 85-146. 1922. 

Forvos, J., und A. G&LIS. Neue Abhandlung tuber die Schwefelsauren. Jour. prakt. 
Chem. 43: 456-471. 1848. 

, und . Ueber die Schwefelsiuren. Jour. prakt. Chem. 
50: 83-88. 1850. 

FREUNDLICH, H., und P. ScHouz. Ueber hydrophobe und hydrophile Sole des 
Schwefels. Kolloidchem. Beihefte. 16: 234-266. 1922. 

Goopwin, Wm., and H. Martin. The action of sulphur as a fungicide and as an 
acaricide. Part I. Ann. Appl. Biol. 15: 623-638. 1928. 

, and ——————._ The action of sulphur as a fungicide and as an 
acaricide. Part II. Ann. Appl. Biol. 16: 93-103. 1929. 

Gripon, M. E. Sur la décomposition de l’eau par le soufre. Compt. rend. Acad. 
Sci. (Paris). 56: 1137. 1863. 

HertLein, H. Beitrige zur Kenntnis der Polythionate. Ztschr. phys. Chem. 19: 
287-317. 1896. 


414 Tur Boyce Tuompeson InstituTE For PLant ResEaRcH INc. 


31. 


32. 


33. 


34, 


35. 


36. 


37. 


38. 


39. 


40. 


41. 


42. 


43. 


44, 


45. 


46. 


JosrPHy, Epirn. Ueber die Bildung und Zersetzung von Polythionaten. Ztschr. 
anorgan. u. allg. Chem. 135: 21-41. 1924. 

KuRTENACKER, A., und K,. Brrrner. Eine Methode zur Bestimmung der Polythion- 
siiuren nebeneinander. Ztschr. anorgan. u. allg. Chem. 142: 119-129, 1925. 

, und A. OzerNotzky. Die Uberfiihrung der Thioschwefelsiure in 
Polythionsiuren mit Hilfe von Katalysatoren. Ztschr. anorgan. u. allg. Chem. 
175: 367-382. 1928. 

, und A. Frirscu. Ueber die Analyse von Polythionen. Ztschr. 
anorgan. u. allg. Chem. 121: 335-343. 1922. 

Lewes, V. On pentathionic acid. Jour. Chem. Soc. London. 39: 68-76. 1881. 

Lenoir, G. A. Ueber die Pentathionsiiure von Wackenroder. Liebigs Ann. Chem. 
62: 253-256. 1847. 

Marsu, R. W. Investigations on the fungicidal action of sulphur. III. Studies 
on the toxicity of sulphuretted hydrogen and of the interaction of sulphur with 
fungi. Jour. Pomol. Hort. Sci. 7: 237-250. 1929. 

McCauuan, S. E. A. Studies on fungicides: II. Testing protective fungicides in 
the laboratory. Jn Cornell Univ. Agr. Exp. Sta. Mem. 128. (In press) 1930. 

Studies on fungicides: III. The solvent action of spore excretions 
on protective copper fungicides. In Cornell Univ. Agr. Exp. Sta. Mem. 128. 
(In press) 1930. 

Pouuacct, E. Della ragione per cui il solfo uecide 1’oidio della vite, e sulla emissione 
d’idrogeno libero dalle piante. Gazz. chim. ital. 5: 451-460. 1875. 

Rascuic, F. Schwefel- und Stickstoffstudien. 310 pp. Verlag Chemie. Leipzig- 
Berlin, 1924. 

RIESENFELD, E. H., und G. W. Freup. Polythionsauren und Polythionate. Ztschr. 
anorgan. u. allg. Chem. 119: 225-270. 1921. 

, und G. Sypow. Ueber den Zerfall des Natriumthiosulfats in salz- 
saurer Losung. Ztschr. anorgan. u. allg. Chem. 175: 49-73. 1928. 

, und ———————_. Beitrag zur quantitativen Bestimmung der Poly- 
thionate. Ztschr. anorgan. u. allg. Chem. 175: 74-79. 1928. 

Roacu, W. A., and Mary D. Guynne. The toxicity of certain sulphur compounds 
to Synchytrium endobioticum, the fungus causing wart disease of potatoes. 
Ann, Appl. Biol. 15: 168-190. 1928. 

SaumMon, E. 8., pT AL. Discussion on ‘‘The fungicidal action of sulphur.’’ Ann, 
Appl. Biol. 13: 308-318. 1926. 

Sauzer, TH. Ueber eine neue Bildungsweise der sogenannten Pentathionsiiure. 
Ber. deut. chem. Gesell. 19: 1696. 1886. 

SHaw, S. On the preparation of the pentathionates. Jour. Chem. Soc. 43: 351- 
355. 1883. 

SMITE, J. Henperson. The killing of Botrytis spores by phenol. Ann. Appl. 
Biol. 8: 27-50. 1921. 

The killing of Botrytis cinerea by heat, with a note on the de- 
termination of temperature coefficients. Ann. Appl. Biol. 10: 335-347. 1923. 

Sprina, W. Ueber die Nichtexistenz der Pentathionsiiure. Liebigs Ann. Chem. 
199: 97-115. 1879. 

Ueber die Nichtexistenz der Pentathionsiure. Zweite Abhand- 
lung. lLiebigs Ann, Chem. 218: 329-363. 1882. 
THATCHER, R. W., and Lron R. Strerrer. The adherence to foliage of sulphur in 


fungicidal dusts and sprays. New York (Geneva) Agr. Exp. Sta. Tech. Bul. 
116. 1925. 


Wiicoxon anp McCanpan: FuneicipaL Action or SutpHUR 415 


TuTtLe, L., and J. Sarrerzy. Theory of measurements. 333 pp. Longmans Green 
and Co., New York. 1925. 

Voet, Ernst. Untersuchungen iiber den Schwefel. Angew. Bot. 6: 276-300. 1924. 

WACKENRODER, H. Pentathionsiure (Abst.). Liebigs Ann. Chem. 60: 189-190. 
1846. 

WEITZ, E., und F. ACHTERBERG. Ueber hiéhere Polythionsiuren. I. Mitteil.: Die 
Hexathionsiure. Ber. deut. chem. Gesell. 61: 399-408. 1928. 

WIiLiaMs, R. C., and H. C. Younes. Chemistry of the toxic factor of sulphur 
(Abst.). Phytopath. 19: 89. 1929, 

, and -———____. The toxie property of sulphur: chemistry in 
relation to toxic factors. Indus. and Engin. Chem. 21: 359-362. 1929. 

, Liming and Young. Sulphur investigations—Chemistry of the toxie 
factors. In Ohio Agr. Exp. Sta. Ann. Rpt. 47: 51-53. 1929. 

WINDISCH, Karu. Ueber die Wirkungsweise, Untersuchung, and Beschaffenheit des 
zur Bekampfung des Oidiums dienenden Schwefels. Landw. Jahrb. 30: 447— 
495. 1901. 

Youne, H. C. The toxie property of sulphur. Ann. Missouri Bot. Gard. 9: 403- 
435. 1922. 

, and Ropert WILLIAMS. Factors affecting the fungicidal property 
of sulphur (Abst.) Phytopath. 18: 147. 1928. 

, and ————____, Pentathionic acid, the fungicidal factor of sul- 
phur. Science, n.s. 67: 19-20. 1928. 


Reprinted from the AMERICAN JOURNAL OF Botany, XVII: 483-509, May, 1930 


ENZYM ACTIVITIES OF JUICES FROM POTATOES TREATED 
WITH CHEMICALS THAT BREAK THE REST PERIOD 42 


F. E, Denny, LAWRENCE P. MILLER, AND Joun D,. GurTsrigE 


INTRODUCTION 


When freshly-harvested potatoes are treated with chemicals such as 
ethylene chlorhydrin, sodium thiocyanate, and thiourea the rest period is 
broken, and sprouts begin to make their appearance uniformly throughout 
the lot, after about five to eight days. The untreated potatoes planted at 
the same time, however, usually do not show sprouts until several weeks 
later, and even then the sprouting is not uniform (4). 

It seemed desirable to study the enzym changes that take place in the 
potatoes during these few days in which the processes correlated with the 
breaking of dormancy are in progress, and to compare them with untreated 
tubers under the same conditions. This paper presents the results of a 
series of measurements of the enzym activities of juices obtained from 
potatoes which had been treated with chemicals but which had not yet 
sprouted. 

The three chemicals used for treating the potatoes were ethylene chlor- 
hydrin (CICH,CH2OH), sodium thiocyanate (NaSCN), and thiourea 
(NH2CSNH2). These, although quite unlike in chemical character, produce 
similar results in the breaking of dormancy and therefore it seemed of 
special interest to compare them with regard to their effects upon enzym 
activity. 

The object of the experiment was to obtain partial or complete answers 
to such questions as the following: What enzyms show the greatest changes? 
How soon after treatment do the changes start? Do the different chemicals 
produce the same or different effects upon the enzyms? Is there any 
relation between the concentration of chemical used in treating the potato 
and the enzym activity of the press-juice? Is there any correlation between 
the sprouting response and the enzym changes? Are the chemicals acting 
directly upon the enzyms or do the chemicals act first upon the living 
matter and only indirectly upon the enzyms? Do the changes occur in 
the absence of the eyes or must these be present to permit a response? 

The enzyms mainly studied in this series of experiments were catalase, 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 


date of receipt of the manuscript. 
2 Herman Frasch Foundation for Research in Agricultural Chemistry, Paper No. 3. 
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peroxidase, and oxidoreductase; a few tests with amylase and invertase 
were made: and in the course of the tests it was found that the pH changes 
and certain non-enzymic reducing properties of the juice had to be taken 
into account. 

A general statement of the results is as follows: Increases in various 
enzyms were induced by the treatments and in some cases these were 
detectable within 24 hours. The amount of the increase was related to 
the concentration of the chemical used, in such a manner that a series of 
chemical treatments of graded strength gave a corresponding gradation of 
enzym activities. The three different chemicals were not equal in their 
effect upon enzyms, ethylene chlorhydrin being much more effective than 
sodium thiocyanate and thiourea. The correlation between the sprouting 
produced by the treatment and the amount of increase in enzym activity 
was not close, the thiourea treatments, particularly, producing better 
sprouting than would be expected from the effect upon enzyms. Presence 
of eyes in seed-pieces treated with chemicals was not necessary for increases 
in enzym activity. Increases could not be obtained by adding the chemicals 
to the press-juice; they occurred only when the potatoes were treated with 
chemicals and press-juices obtained at a subsequent period. 


MATERIALS AND METHODS 


Varieties and Source of Seed 


Tubers of both Irish Cobbler and Bliss Triumph varieties were used. 
Freshly harvested potatoes of Irish Cobbler were obtained early in June 
trom Mr: C. E. McLeod, Jr:, of Seabrook, 5. C., late'in June irom Dr 
R. A. McGinty of Clemson College, S. C., and in mid-July from Mr. J. M. 
Snyder of College Park, Maryland. To these persons and to Dr. C. O. 
Appleman of the University of Maryland the writers wish to express thanks 
for their valuable codperation in obtaining a dependable supply of experi- 
mental potatoes. For the tests later in the season tubers of Bliss Triumph 
and Irish Cobbler harvested in August from the Institute gardens were 
used. The Bliss Triumph seed potatoes from which this crop was grown 
were kindly furnished by the Nebraska Certified Potato Growers Association 
through the courtesy of Mr. William Morrow and Prof. H. O. Werner of 
the University of Nebraska, to both of whom we wish to make grateful 
acknowledgment. The response of tubers of these different varieties from 
different localities was not noticeably dissimilar so far as the enzym studies 
were concerned. Bliss Triumph has a shorter dormant period than Irish 
Cobbler and responds somewhat more readily to chemical treatment but 
the changes observed were always in the same direction and approximately 
equal in amount in the various lots. A much greater divergence was 
found between the results with whole tubers and cut tubers of the same 
variety than between varieties. 
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Chemical Treatments 


The methods used in treating the potatoes were the same as those 
described in previous publications (4, 5). The ethylene chlorhydrin ‘‘dip 
method”’ consisted in dipping the cut tubers (one-eye pieces weighing about 
one ounce) into a dilute solution of ethylene chlorhydrin (the exact amounts 
of 40 percent ethylene chlorhydrin per liter being shown in the tables), 
and storing the dipped pieces in covered glass jars for a definite period 
(usually 24 hours but sometimes only 16 or even eight hours). At the end 
of the storage period the treated pieces were planted in soil in flats until 
a subsequent time at which it was desired to remove a sample for the tests. 
The check lot consisted of pieces from the same lot of tubers, stored for 
the same length of time in the same type of containers, and handled in 
exactly the same manner except that they were dipped into water instead 
of chemical solutions. The sodium thiocyanate and thiourea treatments 
consisted in soaking the potatoes (cut into pieces ready for planting) for 
one hour in the solutions, the strength of which is described in the tables, 
and then planting the treated pieces in soil at once without rinsing. The 
chlorhydrin treatment for whole tubers consisted in placing whole tubers in 
glass or earthenware vessels for which covers were provided, exposing them 
for one day to vapors of ethylene chlorhydrin which was allowed to evapo- 
rate from pieces of cheesecloth placed loosely at the top of the vessel. 
The treated tubers were then stored intact (without cutting into pieces) 
in paper bags until samples for the tests were wanted. 


Obtaining Samples 


In taking samples for analysis 25 to 50 of the cut pieces were removed 
from the soil, were wiped with a moist rag; then the eye of each piece was 
removed by first cutting away the flesh to the level of the eye and picking 
out the eye with a knife point, taking about one-tenth gram of tissue per 
eye; from the rest of the seed-piece a thin layer of the outer surface was 
removed. The eye-tissue was ground up in a mortar using successive 
quantities of added water, decanting after each grinding, until the final 
volume including the residue was 15 cc. for each gram of tissue taken; 
samples of the not-at-eye portion (called in the tables “tissue exclusive of 
eye-tissue’’) were obtained by cutting off a slice from each seed-piece until 
50 to 75 grams of tissue were collected; the tissue was placed in a small 
cheesecloth bag, pounded in a mortar and pressed in a hand-press; the 
bag was again pounded and pressed; three pressings were made in all, 
the volume of juice obtainable being about 0.5 cc. per gram of tissue taken. 
The juice was not allowed to stand after pressing but samples for the various 
tests were taken within a few minutes. 

It was found necessary to change this procedure for part of the work 
as follows: (1) Juice used for the study of both enzymic and non-enzymic 
reducing substances could not be subjected to so much aération as this 
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method entailed, and for such tests the juice was obtained by passing the 
tissue through a food grinder, placing it in a cheesecloth bag, and pressing 
by hand. (2) It was found, as shown later in the tables, that the treat- 
ments, especially those with ethylene chlorhydrin, produced a juice with 
a pH different from that of the check lot; therefore special pressings were 
made in which the tissue was rolled in calcium carbonate previous to 
pressing. 

RESULTS 

Catalase 


For the catalase determinations, usually two cc. of juice were diluted 
to 50 cc. with water and ten cc. of this were taken for the determination. 
In certain cases a different dilution ratio had to be chosen in order to give 
a suitable burette reading but in such cases the check juice was proportion- 
ately diluted. The apparatus and procedure described by Davis (3) were 
used except that the Dioxygen was neutralized by CaCO; instead of NaOH. 

The effect upon catalase obtained by treating potatoes with different 
concentrations of chemicals is shown in tables 1, 3, and 6, which refer 
respectively to ethylene chlorhydrin, sodium thiocyanate, and thiourea. 

Columns 5 and 12 show that the effect of the ethylene chlorhydrin 
treatment was to increase greatly the catalase activity of the press-juice. 
Thus, favorable concentrations of chlorhydrin approximately doubled or 
even trebled the catalase in the cut-tuber dip-method treatments, and in 
the case of the whole-tuber treatments the differences between treated and 
check are even greater. It will be observed that with few exceptions when 
a graded series of chemical concentrations was used in treating the potatoes, 
a correspondingly graded series of catalase determinations was obtained. 
This is especially true of the juices obtained from the eye-tissue. It will 
be noted that the check readings for the whole-tuber series were lower 
than the checks from the cut-tuber series. Merely cutting the tuber and 
planting the pieces increased the catalase of the press-juice. Although, as 
shown in table 1, column 10, the pH of the press-juice (and even that of 
the juice after the dilution of 2:50 for the catalase determination, see 
column 11), was higher (less acid) for the treated than for the check, and 
therefore was more favorable for the catalase of the treated than of the 
check, the differences in catalase activity can not be explained by this 
difference in pH; for, when samples of both treated and check juices were 
brought to various pH values by the addition of acid or alkali the catalase 
of the treated was higher than the check at any pH value within the range 
of acidity encountered. Thus, in table 2 are shown the results of adjusting 
the juices of treated and check samples to various pH values and then 
determining the catalase activity. The treated juice was then found to be 
more active at the greatest acidity than the check juice was at the lowest 
acidity. Subsequent experiments showed that, even when ground with 
calcium carbonate in order to neutralize the acidity, the lots treated with 
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ethylene chlorhydrin had a greater catalase activity than the corresponding 


checks. ~ 
TABLE 2. Effect of pH Upon the Catalase Activity of Potato Juice 


Catalase, cc. O2 in 1 min. 


Juice from Juice from 
Treated Potatoes Check Potatoes 
miceradusteditoypls.9Okn tre) ern eee 12.8 14 
iy 5 Ame O10. serie hoy eet eee ee 16.4 2.9 
2 . aa SRC OI ert, eens OS os 0 18.3 5.4 
oe sa BSE GiOS ecard ni ee © a 19.7 Tied 


The pH of the juice during the process of pressing and making the 
catalase measurement is not capable of explaining the increased activity 
of the juice from the treated lots; but the higher pH value of the sap which 
may have prevailed in the potato between the time of treatment and time of 
sampling may be of great importance in protecting the catalase formed or 
in inducing a greater production of catalase in the treated lots. These 
experiments throw no light on this point. 

The increases in catalase in potatoes treated with ethylene chlorhydrin 
were not due to the direct effect of the ethylene chlorhydrin upon the 
catalase already present. This was shown by experiments in which various 
amounts of ethylene chlorhydrin were added to potato juice and the catalase 
activity subsequently measured. In no case were any increases observed; 
decreases were found if the amount of chemical added was large enough. 
Thus eight cc. of 40 percent ethylene chlorhydrin per 100 cc. of potato 
juice caused a decrease in the catalase, but when the amount added was 
less than about two cc. per 100 cc. of juice no effect upon the catalase 
was noted. 

The effect of sodium thiocyanate treatment of potatoes upon the catalase 
of press-juice is shown in table 3, columns 5 and 12. In the determinations 
with juice from tissue exclusive of eye-tissue (column 5) it is seen that small 
and probably insignificant differences were found between the check lots 
and the lots treated with various concentrations of chemical. Only when 
we examine the data on juices from eye-tissue, column 12, do we find any 
suggestion that the catalase activity has been increased, and, even here, 
the differences are small, and hardly beyond the experimental error. 

Preliminary experiments had shown that the addition of small amounts 
of sodium thiocyanate to potato juice greatly depressed the catalase activity, 
even ten milligrams of NaSCN per 100 cc. of potato juice causing a marked 
reduction. It was thought possible that, in the process of soaking the 
potatoes in sodium thiocyanate solutions, enough chemical could be present 
in the press-juice to have a retarding influence upon catalase. Tests 
showed that thiocyanate was present in appreciable amounts in the juice 
from the treated potatoes. Consequently, the juices were. dialyzed in 
collodion bags in running water, under which conditions the catalase is 
retained within the bag and the thiocyanate together with other easily 
diffusible substances passes through. This permitted a separation of the 
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catalase and the thiocyanate which, if present, could retard it. The results 
are shown in table 4 from which it can be seen that, although before dialysis 
there was no graded series of catalase readings corresponding to the series 
of concentrations of sodium thiocyanate, after dialysis the catalase activities 


TaBLE 4. Effect of Dialysis of Potato Juice From Tubers Treated With Chemicals 


Catalase, cc. O2 in r Min. 
Treatment ne a Cone: ee 3 
i : hemica se 
poe ‘ ne Before After 
Dialysis Dialysis 
NaSCN, cut tubers, soaked one hour, | 236 1.00% 9.0 15.9 
Cobbler 227, 0.50% 8.2 12.0 
238 0.20% 8.7 8.4 
239 Water 8.5 5.8 
Thiourea, cut tubers, soaked one hour, | 224 1.00% 9.1 8.8 
Bliss PPS 0.50% 9.7 8.8 
226 0.25%, 9.8 8.2 
227 Water 9.5 8.4 
Chlorhydrin, whole tubers, vapor meth- | 240 0.50 cc. 18.9 19.8 
od, Bliss 241 0.16 ce. 9.1 10.0 
242 0.06 cc. Aes 3.8 
243 Check 2.9 2.9 


then arranged themselves in a series in an order agreeing with the strength 
of the chemicals. 

Further tests were made to determine the effect of length of dialysis 
upon the catalase activity of juices from the sodium thiocyanate treatments. 
These results are given in table 5 which shows that a period of dialysis as 
short as one-half hour greatly increased the catalase of the juice from 
thiocyanate-treated tubers, and that the maximum effect was reached in 
about two hours. Dialysis for 16 hours reduced the catalase of both 
treated and check, but the treated remained higher than the check. 


TABLE 5. Time Relations in Dialysis of Juice From Potatoes Treated With 
Sodium Thiocyanate 


Catalase, cc. Oz in r Min. 


Time After Beginning 
of Dialysis Lot I Lot II 

Treated Check Treated Check 
SLA Cine aee ecru Pose yt ee tee ae 6.0 13.6 7.0 7.4 

OAL OL eae ee eee 15.7 14.3 
2INOUTS It eric ace eee nee 19.9 14.9 18.6 11.8 
ASNOUTS ORC Uns cataey tee me 20.0 11.6 14.7 10.0 
TOP DLOULS MPhcy- ter eee eee ete II.0 Ae 9.7 5.2 


These results indicate that the effect of the sodium thiocyanate solution 
upon the catalase of potato was two-fold: (1) It induced the formation of 
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an increased amount of catalase in the press-juice. (2) But the thiocyanate 
absorbed by the tissue, when pressed out with the juice, interfered with 
the action of the catalase that had been formed. Whether the thiocyanate 
was interfering with the catalase within the potato tissue before the juice 
was pressed out is an important question upon which the present experi- 
ments furnish no evidence. 

The effect of thiourea treatments upon catalase is shown in table 6. 
The data from the juice obtained from the seed-pieces after excluding the 
eye-tissue are shown in column 5 and indicate no differences in catalase 
activity between treated and checks, and no series of readings corresponding 
to the concentrations of chemicals used. Furthermore when these juices 
were subjected to dialysis as was done for the thiocyanate lots (see table 4) 
no differences between treated and checks were obtained. 

The catalase determinations on the extracts from the eye-tissue (column 
12), however, show definite increases of treated over checks and a fair 
agreement between the gradation of catalase values and the series of 
concentrations of thiourea; but, as compared with either ethylene chlor- 
hydrin or sodium thiocyanate, thiourea had much less effect upon the 
catalase of the juices. 

The direct action of thiourea upon catalase of potato juice is not im- 
portant in connection with these tests. The addition of thiourea to potato 
juice in amounts greater than about 150 milligrams per 100 cc. of juice 
retarded catalase activity; amounts smaller than about 50 milligrams 
produced no effect. Loevenhart and Kastle (8) found a marked increase 
in the catalase of hog’s liver by the addition of thiourea, but a similar 
effect upon potato catalase was not observed by us. 


Peroxidase 


Two different methods were used in determining the peroxidase activity: 
the purpurogallin method and a modification of the Nadi-oxidase reaction. 
In the purpurogallin method ten cc. of five per cent pyrogallol, 30 cc. of 
phosphate buffer at pH 6.5, two cc. of 12 volume HO», and the required 
amount of potato juice or extract were added in centrifuge tubes. The 
mixture was allowed to stand in a constant temperature room either at 
23° C. or at 0° C. according to whether it was more convenient to stop 
the reaction after a few hours or allow it to continue overnight. When 
the precipitate of purpurogallin, which formed as a result of the peroxidase 
action of the juice, became large enough to give a good colorimeter reading, 
the tubes were centrifuged and the precipitate was dissolved in 95 percent 
alcohol with the aid of heat, was made up to volume, was filtered, and the 
amount of purpurogallin was estimated by a colorimetric comparison using 
the check lot as the standard. Usually either one or two cc. of potato 
juice and five to ten cc. of extract from the eye-tissue gave suitable concen- 
trations for convenient measurements, and, although the amount used 
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varied somewhat in different tests, in any one test the amounts of juice 
used and all other conditions of the procedure were exactly the same for 
the treated and check lots. 

In the Nadi method 25 cc. portions of the paraphenylene diamine- 
alphanapthol mixture, made up in a citrate buffer of pH 4.5, were placed 
in centrifuge tubes with 25 cc. of toluene. Sufficient extract or juice to 
give a convenient reading (usually 1 cc.) and 5 cc. of Dioxygen diluted 
I: 20 were added. The tubes were stoppered and allowed to stand with 
frequent shaking until sufficient color developed for a satisfactory colori- 
metric comparison. The peroxidase of the juice brings about the production 
of indophenol by interaction of the reagents; the indophenol dissolves in 
the toluene giving a red color which varies in intensity according to the 
peroxidase activity of the juice tested. The tubes are centrifuged. The 
top layers are decanted and compared in a colorimeter, using the check as 
the standard. 

The agreement between the two methods was only fair, and, in some 
cases, quite poor; this divergence is not surprising, since the enzym not 
only acted upon different substrates in the two cases, but also at two 
different hydrogen-ion concentrations. But, in general, the principal 
conclusions that could be reached by a consideration of the data were the 
same by either method. 

The effect of the chemical treatments upon the peroxidase of the press- 
juice is shown for the ethylene chlorhydrin treatments in table 1, for sodium 
thiocyanate in table 3, and for thiourea in table 6. In the case of the 
peroxidase it appears unnecessary to discuss the three chemicals separately 
as was done for catalase, since the chemicals gave more nearly equal results. 
The data show in general an increase of the treated over the check, the most 
favorable concentrations of chemicals giving an increase of about 50 to 
100 percent. The relationship between the concentration of the chemical 
and the peroxidase ratio, however, is not such as to give gradations which 
correspond exactly to the concentrations of chemical used in the treatment: 
the agreement is fair but there are several irregularities. 

None of the three chemicals had an accelerating effect upon the peroxi- 
dase when added directly to potato juice. Ethylene chlorhydrin could be 
added up to about one percent of the potato juice (by volume) without 
either increasing or decreasing the peroxidase activity. Sodium thiocyanate 
at about 50 milligrams per 100 cc. of juice retarded, as did also thiourea 
at about 200 milligrams, but in the case of neither chemical did lower 
concentrations cause a detectable incredse in peroxidase as measured by 


the purpurogallin method. 


Time Relations in the Development of Catalase and Peroxidase Activity 


In order to determine approximately how soon after treatment the 
increases in catalase and peroxidase began, samples of treated and check 
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potatoes were taken at intervals of 16, 24, 48, etc. hours after treatment. 
The results for the ethylene chlorhydrin treatments are shown in table 7 
and for sodium thiocyanate and thiourea in table 8. In the chlorhydrin 
treatments it is seen that the catalase increase is very marked between the 
24th and 48th hour and increases as early as the 16th hour after treatment 
were observed. The increases were greater in the extracts from the eye- 
tissue than in juices from the not-at-eye portion. 


TABLE 7. Time Relations in Effect of Ethylene Chlorhydrin Treatment of Dormant Potatoes 


Juice Oe Juice from Eye-Tissue Only 
eae : Hours After 
Nia Variety End of Catalase, Catalase, 
A Treatment ec. O2 in rt Min. Peroxidase ec. O2 in r Min. Peroxidase 
Ratio. Ratio. 
Check =1.00 Check = 1.00 
Treatment | Check Treatment | Check 
Bliss 24 10.1 16.0 1.07 4.9 8.2 1.82 
187 48 16.9 II.0 2.05 24.9 5.5 217 
and G2 24.5 122 2.04 24.3 6.4 3.45 
188 96 222 Ting 2.20 24.6 7.0 6.12 
191 Cobbler 24 9.1 7.9 1.28 10.7 9.3 To 
and 48 15.9 9.0 1.74 29.8 Te 2.50 
192 72 Bi,2 8.6 2.68 Dors7 122 252 
211 Cobbler 30 10.2 5.5 6.5 Ban 
and 56 15.1 7:5 21.5 5:3 
212 80 TG 4.3 25.1 6.1 
213 Bliss 30 6.5 ee 8.6 PAD. 
and 56 14.3 7.5 20.5 3.6 
214 80 14.8 5.5 29.8 5.7 
215 | Cobbler 16 4.4 ny 2.20 4.9 3.0 17/7) 
and 23 7.6 3.8 1.98 4.0 23 ieigat 
216 42 eri 6.8 2.38 15.0 4.6 1.45 
219 Cobbler fo) Bai Be7 1.01 4.5 4.8 1-22 
and 16 9.3 5.8 1.96 5.6 Pe 123 
220 24 9.0 4.9 1.64 6.7 3.6 Tee 
40 18.7 4.1 2.86 25.4 5.6 2.02 


The peroxidase increases developed in a manner similar to that of the 
catalase, and although the course of development of peroxidase was not as 
consistent in the different lots as was the catalase, there was some evidence 
that the peroxidase increase began even earlier than that of the catalase. 

The results with thiourea (table 8) show no consistent increase with 
respect to time in catalase in the juice from the tissue-not-at-eye, but in 
the extract from the eye-tissue there is a gradual increase beginning about 
the 24th to 48th hour; this is true also of the peroxidase, except that the 
increase in the eye-tissue samples is not gradual but rather uneven. The 
sodium thiocyanate data on this point (table 8) are in agreement with 
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those in table 3 in showing no catalase increases in the juice from the 
not-at-eye tissue at any time during the period of sampling; but, as described 
in a previous paragraph, this is no doubt due to the inhibiting effect on 
the catalase resulting from the presence of thiocyanate in the press-juice. 
It will be remembered that after dialysis of such juices to remove the NaSCN 
the treated juices were then higher than the corresponding checks. In 
the eye-tissue samples also, there was no increase in catalase, at least not 
until after 120 hours. The peroxidase measurements with the exception of 
one lot show increases beginning about the 72nd or 96th hour. 


Reducing Properties of Juices 


Methylene Blue Reduction 


The solution of methylene blue contained 50 milligrams per liter. 
To five cc. of the freshly-pressed juice in a narrow test tube one to two cc. 
of the methylene blue solution were added and the two were mixed. The 
time required for complete decoloration of the liquid at the bottom of the 
tube was noted. In cases where the reduction was not complete but only 
partial, the designations S/. (= slight) and Pos. (= positive) were used to 
distinguish them from the lots called Neg. (= negative) in which no reduc- 
tion at all could be noted at the end of 30 minutes. 

The effect of treatment with different concentrations of ethylene chlor- 
hydrin upon the methylene blue reducing capacity of potato juice is shown 
in table 1, column 8. Under the conditions of the test, juices from the 
check lots were not able to reduce methylene blue within 30 minutes. 
The lots treated with favorable concentrations of ethylene chlorhydrin, 
however, caused reduction within about a minute or less. 

Treatments with sodium thiocyanate and thiourea gave juices with 
much less capacity to reduce methylene blue, as shown in table 3, column 8 
and table 6, column 8. In these cases the reduction was greater with the 
treated than with the checks, but the differences were not as great as with 
the chlorhydrin treatments. 

The pH value of the solution in which the methylene blue reduction is 
carried out is of importance, the less acid the solution the more rapid the 
rate of reduction. This was taken into account and it was found that when 
the treated and check juices were adjusted to the same pH the reduction 
was always more rapid in the treated lot; furthermore, while check juices 
were unable to cause reduction at pH values more acid than about 6.20, 
chlorhydrin-treated juices made acid to 5.75 could still reduce the methylene 
blue within the 30 minute period. The addition of small quantities of 
ethylene chlorhydrin, sodium thiocyanate, or thiourea to potato juice did 
not increase the rate of reduction of methylene blue. Sodium thiocyanate 


at about 20 milligrams per 100 cc. of juice appeared to retard the action 
somewhat. 
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Indophenol Reduction 


The indophenol solution was prepared by dissolving 100 milligrams of 
indophenol in 25 cc. of boiling alcohol and diluting rapidly with water 
to one liter. When five cc. of potato juice are placed in a test tube and the 
indophenol solution is run in from a burette, the blue color is at first instantly 
reduced to a colorless condition; upon the continuous addition of the dye 
a point is reached at which the blue color is not discharged. The amounts 
of indophenol decolorized by juices from the potatoes treated with different 
concentrations of chemicals are shown in tables I, 3, and 6. It is seen 
that, while juices from untreated lots absorb about 2.5 cc. of indophenol 
under the conditions of the test, the juices from the lots treated with 
favorable concentrations of chemicals absorb 5 to 36 cc. In all tests but 
one there was a good correlation between the concentration of chemical 
used in treating the potato and the indophenol absorption of the press-juice. 
The order of effectiveness of the three chemicals is first, ethylene chlorhydrin, 
then sodium thiocyanate, and finally thiourea; but even in the case of 
thiourea the value for the treated is about twice that of the check. The 
indophenol absorption of juices obtained from the whole tuber treatments 
with ethylene chlorhydrin was especially high. 

It should be emphasized that this reaction can be obtained when boiled 
juice is used, and, therefore, differs to a certain extent from the methylene 
blue reduction which is enzymatic, and does not occur in boiled juice. 


Self-reducing Properties 


When potato juice is allowed to come in contact with air it becomes 
first reddish, and later brown, or even nearly black. In these experiments, 
during the process of extraction the juices were exposed to the air and 
became more or less dark brown. When these juices were poured into 
test tubes, they gradually became lighter in color, and finally nearly canary 
yellow. One of the most distinct results of the chemical treatments was 
to favor the rapidity of this self-reduction; and, furthermore, the order in 
which the juices became decolorized was in the order of the series of concen- 
trations of chemicals used in treating the potatoes. With all three chemicals 
it was observed that the juice from the highest concentration of chemical 
became yellow in the shortest time, and then followed in order the different 
treatments, the check lot remaining brown for the longest time. The 
naturally-occurring pigment-forming system, therefore, was a_ better 
indicator than methylene blue for distinguishing between different concen- 
trations of chemicals in their effect upon the reducing properties of juices. 
Also, the three chemicals were more nearly alike with respect to this self- 
reduction than they were toward methylene blue reduction. Thus, in the 
thiourea treatments the differences between treated and check were not 
large, as shown in table 6; but the capacity of thiourea treatments to give 
quicker reduction of the color of oxidized juices was very distinct, and 
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gave gradations with respect to these characteristics corresponding closely 
to the graded series of concentrations of chemicals. 

It is likely that the capacity of dark colored juices from thiourea- 
treated potatoes to decolorize when allowed to stand is connected with 
the ability of thiourea to retard darkening of juices or tissue when the 
thiourea is added directly to the juice, or when pieces of potato tissue are 
dipped into solutions of thiourea and allowed to stand in air. In such 
cases the darkening can be completely inhibited if the proper concentration 
is chosen. 

Iodine Reduction 

When ten cc. of ten percent trichloracetic acid are added to five cc. 
of potato juice the mixture will absorb appreciable amounts of 0.01 N 
iodine. Using starch as an indicator of an excess of iodine, it was found 


TABLE 9. Reducing Properties of Juice From Potatoes Treated With Chemicals 


Reduction of 
Cone. of 0.01 N Phosphotungstic 
Chemical Treatment Lot No. Chemical Todine Reagent. Ratio 
Used Absorbed cc. Treated 
Check 
NaSCN, cut tubers, soaked 1 167 £.00% 1.55 2.02 
hour 168 0.50% 1.25 1.54 
169 0.25% 1.00 1.48 
170 0.13% 0.75 0.87 
at Water 0.70 1.00 
NaSCN, cut tubers, soaked I 236 1.00% 1.65 1.95 
hour 2877 0.50% 1.50 1.78 
238 0.25% 1.05 1.38 
239 Water 0.85 1.00 
Chlorhydrin, whole tubers, vapor Tyr TOO Ce. 2.75 
method 138 G20 Ce, 1.15 
139 0.04 cc. 0.30 
140 0.008 cc. 0.20 
I4I Check 0.20 
Chlorhydrin, whole tubers, vapor 193 TROONCG: 2.10 ne) 
method 194 Oe 5rees 1.00 0.98 
195 0.06 cc. 1.15 1.00 
196 Check 0.85 1.00 
Chlorhydrin, cut tubers, dip 207 45 cc. 0.75 
method 208 See 0.85 
209 5 cc. 0.75 
210 Water 0.45 
Chlorhydrin, cut tubers, dip 187 20) GE 2.00* 
method A Check 1.05 
Pas 30 cc. 3.30 
188 Check 0.90 
Thiourea, cut tubers, soaked 1 162 2.00% DAS 
hour 163 1.00% le 
165 0.50% Lost 
166 0.25% enea 
164 Water 1.00 


* First pair of readings 48 hours, and second pair 72 hours after treatment. 


DENNY AND OTHERS — ENZYM ACTIVITIES 433 


that juices from the potatoes that had been treated with ethylene chlor- 
hydrin and sodium thiocyanate absorbed larger quantities of iodine than 
juice from untreated potatoes. The results are shown in table 9. The 
thiocyanate-treated lots absorbed about twice as much iodine as the checks, 
and for the ethylene chlorhydrin treatments the divergence was even 
greater. The amounts of iodine absorbed by the juices formed in the 
different tests a series of values which corresponded fairly well with the 
amounts of chemicals used in treating the potatoes. Sodium thiocyanate 
itself will absorb iodine in neutral or alkaline solutions, but not in the 
acidity produced by the amounts of trichloracetic acid added in making 
the tests. 

It will be noted that no results with thiourea are shown. This is 
because thiourea itself absorbs iodine in acid solution, hence although this 
test was made, and, although the juices from the treated lots absorbed 
more iodine than the checks, it seemed that the procedure was more nearly 
a measure of the amount of thiourea absorbed by the potato than of the 
substances for which the iodine test was being used. 

Titration with 0.01 N iodine in acid solution, using nitroprusside as an 
indicator, has been recommended as a measure of glutathione (see Tunni- 
cliffe, 12). Starch has also been tried as an indicator, but generally regarded 
as unsatisfactory, merely because it gives higher results than nitroprusside. 
It has, however, been recommended by Blanchetiere and Melon (iy. 
Potato juice gives a very feeble nitroprusside reaction and therefore nitro- 
prusside can not be used as an indicator. It is probable that the substance 
responsible for the iodine reaction in the potato is not glutathione, but 
resembles the reducing substance described by Szent-Gyérgyi (10). 


Phosphotungstic Reagent Reduction 

If to two cc. of Folin’s (6) improved uric acid reagent (free from the 
phenol reagent) are added two cc. of boiled filtered potato juice, together 
with ten cc. of 20 percent sodium carbonate, a blue color will develop 
within a few minutes because of the reduction of the tungstic reagent. 
It was found that the intensity of this blue color was greater with juices 
from the potatoes that had been treated with chemicals than with the check 
lots, and that a colorimetric comparison of treated and check could be 
made. The results are shown in table 9 from which it is seen that the 
reducing action of the juice from potatoes receiving favorable amounts of 
chemical was approximately twice that of the check juices. 


Effect of Method of Extraction, Time of Standing, and Aération Upon 
Reducing Properties 
The reducing capacity of a juice decreased to low values when the 
juice was exposed to air ina thin layer. Under these conditions its capacity 
to reduce methylene blue was completely lost, and its effectiveness in 
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reducing iodine and indophenol was much lower. In addition, the reducing 
property of a juice was found to depend upon whether the tests were applied 
upon press-juice or upon extracts obtained with boiling water or with 
trichloracetic acid. The results of a series of tests on the behavior of the 
reducing capacity are shown in table ro. 

The following observations are to be considered: (1) In treated juices 
the power to reduce 0.01 N iodine increased on standing. (2) Treated 
juices reduced methylene blue and this action was inhibited by boiling. 
(3) The reducing action of the juice on indophenol and 0.01 N iodine 
disappeared rapidly on aérating the fresh juice, but not the boiled juice. 
(4) Extracts prepared by dropping the tissue into boiling water, or ex- 
tracting with trichloracetic acid, show much smaller differences when 
titrated with 0.01 NV iodine than the expressed juice. These results would 
be in agreement with the assumption that the substance or substances 
responsible for the indophenol, iodine, and phosphotungstic reduction are 
present in the tissue in the reduced form; that these are partially oxidized 
in the process of extraction, but reduced back again in the treated juice. 


Amylase and Invertase 


The activity of both these enzyms may be measured by their effect in 
causing an increase in reducing sugar by the splitting of added substrates. 
But the measurements are difficult with potato juice for the reason that the 
amylase activity is not high and the correction due to the sugar in the blank 
test is relatively high in comparison with the increase it is desired to measure. 
Invertase may be studied simultaneously but, to make a comparison between 
treated and check juices in our experiments, it was necessary to add cane 
sugar in excess to the juice, since juices from lots treated with chemicals 
contained initially higher amounts of cane sugar than the check lots. 

To estimate the amylase and invertase activity of a given juice at least 
four sugar determinations (eight or twelve including duplicates) were 
needed for each lot of juice. Since there were usually four or more lots 
in each experiment, the time required for performing the necessary opera- 


_tions made it impossible to carry out more than preliminary determinations 


of amylase and invertase measurements. The results of such tests are 
shown in tables 11 and 12. It is seen (columns 7 and 8 in table 11) that 
the amylase and invertase activities of the treated lots were higher than 
the check, and that a series of graded values was obtained corresponding 
well with the gradation of chemical concentrations used in treating the 
potatoes. Column 6 shows that the sucrose values were higher in the 
treated than in the check. But from column 3 it will be seen that the pH 
values were also different in the treated and check lots, and it was necessary 
to take this into account in another experiment. In order to determine 
the effect of the pH value of the juice upon amylase and invertase activity, 
a portion of the juice from the treated lot was adjusted to the pH of the 
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check lot by the addition of acid, and the pH of a portion of the check lot 
was adjusted to that of the treated lot by the addition of alkali. The 
amylase and invertase activity of the four lots were then determined and 
the results are shown in table 12. It is clear that the difference in pH 
can not account for the difference in enzym action between treated and 


TaBLE 11. Effect of Ethylene Chlorhydrin Treatment Upon Amylase and Invertase of Potato 


Potassium Permanganate Values* Resulting from Sugar 
Determination. cc. N/20 KMNOsg per 5 cc. of Juice 
Conc. of 
Treatment Chem. pH , 
ce. perl. Juice 
Boiled Increase Sucroset Amylase | Invertase 
Juice on Present Valuest Values§ 
Standing 
Chlorhydrin, wholetu- 1.00 6.73 0.00 2eA0) 22505 22.25 ieee 
bers, vapor method 0.33 6.47 0.17 4.16 21.38 21.44 9.09 
0.11 6.47 | Trace Bee 18.40 20.40 7.90 
0.09 6.51 0.93 3.39 T5332 19.36 6.16 
Check | 6 2.92 1.18 Tass 16.63 6.10 


* Averages of three duplicate determinations. 

+ Representing the relative amounts of sucrose in the juices. 

t Representing the increase in reducing power due to hydrolysis of added starch 
after making correction for blanks. 

§ Represent the increase in-reducing power due to inversion of added sucrose after 
making correction for blanks. 


TABLE 12. Effect of pH on the Comparison of Treated and Check Lots With Respect to 
Amylase and Invertase 


Potassium Permanganate Values Resulting 
from Sugar Determinations. cc. N/20 
KMNOs per 5 cc. Juice 


Treatment 
‘ Juice 
Boiled | Increase | Sucrose | Amylase | Invertase 
Juice on Present | Values Values 
Standing 


Chlorhydrin, whole | Juice as pressed pH |} 0.15 1.80 22.45 | 20.33 Pale 
tuber, treatment 1 =6.8 
cc. perl. 24 hrs. 


Juice adjusted to pH | 0.16 1.30 24. 16.20 . 
of check lot =6.3 ya se 


Check, not treated Juice as pressed pH | 6.40 1.61 15.2 FeO 1.90 
=6.3 


Juice adjusted to pH | 6.33 1.77 ak te ; 
of treated lot =6.8 4.3 5:55 3-35 


Note: See foot-notes to table 11 which apply here also. 


check since even at the same pH the treated was 50 to 100 percent higher 
than the check. 

It is realized that further work is needed before conclusions can be 
drawn, and in particular these experiments, which were carried out with 
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ethylene chlorhydrin, should be extended to other chemicals. The effect 
upon amylase of the chemicals themselves when added to potato juice is 
now being investigated, especially with regard to sodium thiocyanate, 
because of the previous work of Johnson and Wormall (7) which indicated 
a direct stimulative effect of this chemical upon the amylase of the saliva 
and potato juice, at any rate upon the dialyzed enzym. 


Acetaldehyde Formation 


Boresch (2), who investigated the effect of the warm-bath treatment of 
twigs of woody plants in breaking dormancy, found increased amounts of 
acetaldehyde in treated tissue, and he believed that the aldehyde formed 
was an effective agent in inducing growth of buds. We made some pre- 
liminary measurements of acetaldehyde in treated and check lots of potatoes, 
first steam distilling the tissue to separate the acetaldehyde, and then 
using the method of Tomoda (11). The test can not be regarded as specific 
for acetaldehyde since it is given by any aldehyde or ketone. The aldehyde 
measurement by this method can be expressed in terms of cubic centimeters 
of 0.1 N iodine. Only small amounts of acetaldehyde were found, but in 
the three tests made the ethylene chlorhydrin treated potatoes gave higher 
values than the check lots. Thus, using 250 grams of minced tissue for 
each test, the titration values were: treated 0.85 cc., check 0.25 cc.; treated 
0.45 cc., check 0.30 cc.; treated 0.60 cc., check 0.30 cc. The effect of sodium 
thiocyanate and thiourea treatments upon the development of acetaldehyde 
in potatoes was not determined. 

Because of the low values obtainable from even such a large amount of 
tissue, it was concluded that neither time nor tissue could be sacrificed 
for further tests of acetaldehyde at that time. 

But even if it could be demonstrated that larger amounts of acetaldehyde 
are formed in treated tissue, it could not be concluded from this that 
acetaldehyde was the cause of the breaking of dormancy. Since acetalde- 
hyde is an intermediate product in respiration, and since Smith (9) has 
shown that the ethylene chlorhydrin treatment greatly increases the 
respiration of potato tubers, a more likely explanation is that the acetalde- 
hyde is a result of the increased life activity, and not a cause of its initiation. 
In other words the dormancy has been broken and considerable cell activity 
has occurred before the increase in acetaldehyde starts to take place. 


Effect of Presence and Absence of Eyes in the Chemical Treatment 
of Potato Tubers 


To determine whether the changes that occur when the cut tubers are 
treated with chemicals also take place in the absence of eyes, the eyes were 
removed from a portion of the seed-piece by reaming out with a knife 
blade. The two lots (with and without eyes) were then subjected to the 
same chemical treatment, and after several days were compared with each 
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other and with two other lots, with and without eyes, which received no 
treatment at all. The results are shown in table 13. The same changes 
that were induced in the lots having eyes were also found to have occurred 
in the lots without eyes. The differences between treated and check were 
not as great when the eyes were absent for the reason that the check lots 
without eyes gave in general higher readings than check lots with eyes. 
This may be due to the larger amount of cut surface which was exposed 
by the removal of the eye from the seed-piece, or to a wound effect from 
cutting, or both. 


Relation of Percentage of Sprouting to the Results of the Tests on 
the Potato Juices 


In tables 1, 3, and 6, column 4 are given the percentage germination of 
the lots receiving the various chemical treatments. In the sense that the 
gradation of percentage germinations corresponded both to the series of 
chemical treatments and to the results of the enzym tests made upon the 
juices obtained from the potatoes, it may be said that a general relation 
was found. Certainly the most favorable concentrations of chemicals for 
inducing sprouting also gave the largest values in catalase, peroxidase, 
and other properties tested for. But the correlation can not be regarded 
as a very close one when the results are examined in detail. Thus, the 
thiourea responses were only small in many respects and practically zero 
for the catalase in the tissue exclusive of eyes, and yet the sprouting response 
was good. The failure of the sodium thiocyanate and thiourea treatments 
to furnish juices with the high capacity to reduce methylene blue such as 
was characteristic of the ethylene chlorhydrin treatments, when viewed in 
relation to the evident ability of these treatments to induce favorable 
sprouting, indicates that no close quantitative connection exists between 
methylene blue reduction capacity and sprouting. Even in the case of the 
ethylene chlorhydrin treatments, the whole-tuber treatments showed greater 
differences between treated and check lots than the cut-tuber treatments 
did, but the whole-tuber treatments were less effective in inducing germi- 
nation. No single test could be used as an indicator of the capacity of a 
given lot of potatoes to sprout when planted; it is only when sprouting 
response is compared with the tests as a whole, that the general relation 
between increased enzym activity and high percentage sprouting becomes 


evident. 
DISCUSSION 

It is important to note that the increases in enzym activity that were 
found to result from the treatment of potatoes with chemicals were not 
direct effects of the chemicals upon the enzyms themselves. In no case 
were any of the chemicals capable of increasing appreciably the enzym 
activity of the press-juice; they could cause depression if the concentration 
of the added chemical was high enough, but within the range of concentra- 
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tion at which the chemical could likely exist in the juice, no increase in 
activity was observed. So far as these enzyms were concerned the chemicals 
did not act by stimulating enzym action; it would be better to say that they 
induced the living matter to produce larger amounts of (or more active) 
enzyms. 

An interesting feature of the experiments is the result showing that 
chemical treatment increased the enzym activity of potato tissue containing 
no buds. The tissue in these cases consisted largely of pith cells which 
are incapable of further growth except to form cork layers after injury by 
cutting or bruising. And yet these cells responded readily to the chemical 
treatments as is shown by the increased enzym action of the press-juice 
obtained from them. It is true that, on the whole, larger changes and 
quicker responses were found in the eye-tissue, but to what extent the 
changes in the tissue at some distance from the bud influenced the enzym 
activity at the eye or even the capacity of the bud to start into growth is 
not shown by these experiments, and is a problem that needs further work. 

The effect of the ethylene chlorhydrin treatments in causing a change 
in the pH value of the juices (in the direction of reduced acidity) was very 
striking, especially when the whole tubers were exposed to the vapors of 
the chemical. On letting the tubers stand several days the acidity shift 
amounted in some cases to approximately a whole pH unit which is a ten- 
fold change in hydrogen-ion concentration. In the dip-method the shift 
was about 0.5 of a pH unit. A direct effect of ethylene chlorhydrin itself 
in causing this change in acidity can not be important here since an aqueous 
solution of ethylene chlorhydrin is acid, not alkaline, and furthermore the 
amounts of ethylene chlorhydrin absorbed by the tissue are too small to 
be effective in altering the pH in either direction. It would be interesting 
to know what changes within the tissue were responsible for this alteration 
of the pH. Potato juice is well buffered and the internal changes must 
have been extensive in order to give this result. Since the pH and buffer 
value of plant juices are influenced to a large extent by the content of 
organic acids and phosphates, quantitative measurements of these sub- 
stances, together with the amounts of soluble cations, are desirable in 
connection with this problem. 

We are aware of the possibility that the pH measurements may have 
been influenced by the increased reducing capacity of the juice and that 
the actual change in hydrogen-ion concentration may not have been so 
great as the data indicate. This point needs further investigation. But 
in the cases where the electrometric measurements showed a large reduction 
in acidity merely applying indicators to the surface of the tissue also showed 
a large shift in the alkaline direction. 

We make no claim that the changes in enzym activity which are here 
reported are to be looked upon as the causes of the growth of buds or as 
furnishing proof as to the causes of the previous dormancy. They constitute 
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the measurements which have been made on the changes of the internal 
conditions which follow the treatment of the potato with chemicals. They 
are correlated with the initiation of growth processes and our data represent 
the result of an effort to push the measurements back to as early a stage 
of development as possible. It will be remembered that some of the 
evidence as to the initiation of change reached back to the first 24 hour 
period after treatment. It is clear, however, that the effect upon the living 
matter must have been produced at even an earlier hour, that the effect 
was first upon the living matter which was induced to begin activity, and 
which then brought about the changes that could be measured. 


SUMMARY 


1. This is a report of experiments on the enzym activities of juices 
obtained from dormant potatoes that had been treated with chemicals 
which break the rest period, the measurements being made after the treat- 
ment but before visible sprouts appeared. 

2. The effects of three chemicals were studied: ethylene chlorhydrin 
(CICH:CH,OH), sodium thiocyanate (NaSCN), and thiourea (NH2CSNH.»). 
Although these three are different in chemical character they all break the 
dormancy of freshly harvested potatoes. 

3. Increases in catalase, peroxidase, and the reducing properties of the 
juice as measured by the reduction of methylene blue, indophenol, iodine, 
and phosphotungstic reagents were observed. The increases were more 
marked in the case of the ethylene chlorhydrin treatments than for the 
other chemicals. 

4. Increases in catalase and peroxidase began within about 24 hours 
after the end of the treatment with ethylene chlorhydrin, but the response 
to sodium thiocyanate and thiourea was less marked and occurred less 
quickly. 

5. The increases in enzym activity were not direct effects of the chemicals 
upon the enzyms. In no case could the enzym activity of the press-juice 
be increased by the addition of the chemical to the juice. The chemical 
effect was indirect and was brought about by the action of the chemical 
upon the potato and not upon the enzyms in its juice. 

6. In almost all cases when the potatoes were treated with different 
amounts of a chemical arranged in a descending series with respect to 
concentration, the juices obtained from these lots at a later period also 
showed a series of enzym readings corresponding to the series of concen- 
trations of chemicals originally applied to the potatoes. This was not true, 
however, of the catalase readings in the thiocyanate treatments until after 
the press-juice had been dialyzed. The juice from thiocyanate-treated 
potatoes contained appreciable amounts of thiocyanate which, as shown 
by separate experiments, has a retarding effect upon catalase. A short 
period of dialysis allowed a separation of the thiocyanate from the enzym, 
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after which the catalase values of the thiocyanate-treated lots were higher 
than the checks, and gave a series of readings corresponding to the concen- 
trations of chemicals used in treating the potatoes. 

7. Ethylene chlorhydrin treatments induced a change in the pH of the 
juice in the direction of decreased acidity; and the amount of change in 
pH was related to the concentration of chemical applied in the treatment 
of the tissue. Only small changes in pH resulted from the sodium thio- 
cyanate and thiourea treatments. 

8. The enzym changes were greater in the eye-tissue, and in most cases 
started sooner there than in the rest of the seed-piece. But treatments of 
potato pieces having no eyes showed that the same changes in enzym 
activity occurred as in pieces containing eyes, the amount of the change 
being merely somewhat less. Presence of eyes was not necessary in the 
enzym responses of tissue. 

9. There was a general relation between the sprouting response and the 
enzym measurements, since the treatments which induced good sprouting 
were also effective in causing the potatoes to furnish a juice of high enzym 
activity. The correlation between enzym activity and sprouting was not 
found to be close, however, when the data were examined in detail. Thus, 
the sodium thiocyanate and thiourea treatments were much less effective 
in increasing enzym activity than would have been expected on the basis 
of the favorable sprouting response. And the enzym activity of juices was 
greater from whole-tuber than from cut-tuber treatments in the case of 
ethylene chlorhydrin, although the cut-tuber method gives the better 
response in sprouting. 
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SOME EFFECTS OF ARTIFICIAL CLIMATES ON THE 
GROWTH AND CHEMICAL COMPO- 
SITION OF PLANTS! 


Joun M. ArtHur, Joun D. GUTHRIE, AND JoHn M. NEWELL 


INTRODUCTION 


Plants growing under natural conditions are affected more or less by 
temperature, rainfall, humidity and carbon dioxid concentration of the air, 
light intensity, light quality, and length of day, as well as by many soil 
factors. In a study of the effects of these factors on plant growth it is 
obviously of great advantage to have as many factors as possible under close 
control. One or more may then be varied in a definite direction and the 
effect observed on growth, flowering, dry weight increase, chemical compo- 
sition, or other measurable quantity associated with the development of 
the plant. Unless all factors are controlled any attempt to assign measured 
variations in a single factor as the causative agent of a particular develop- 
ment of the plant would seem to be mainly speculative. Yet many of the 
effects on plants of variation in environmental factors are so outstanding 
that even with poorly controlled environmental conditions certain factors 
have been without doubt correctly assigned as causative agents. Such 
factors as temperature and light intensity, especially when decreased 
greatly, have such marked effects on plant development that these factors 
were long ago assigned as causative agents of certain growth characteristics 
in plants. Length of day as a causative agent in initiating flowering has 
more recently been separated from two closely associated factors, temper- 
ature and light intensity. By an accurate control of day length when 
light intensity and temperature are high, Garner and Allard (4) have 
shown that day length alone determines flowering in some plants. Other 
causative agents which produce different developmental characteristics in 
plants no doubt exist and will be found when natural environmental factors 
can be controlled with more precision. 

This series of experiments includes studies made with several species of 
plants growing in artificial climates. The plants were grown in some 
experiments with artificial light only as the source of energy for photo- 
synthesis. In other experiments they were grown with daylight supple- 
mented by artificial light for a period of six to 12 hours each night during 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the date 
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the months of February, March, and April. An attempt was made to 
grow plants throughout their life history with photosynthesis at or near its 
maximum rate by supplying a high light intensity and long day along with 
increased carbon dioxid concentration and a relatively high temperature. 
The effect of length of day on certain species was also studied in various 
combinations of temperature and carbon dioxid supply. Only a few 
combinations of various environmental factors were tested on the various 
species during these experiments. Some natural climatic factors also were 
found to be difficult to reproduce in an artificial climate. This is especially 
true of sunlight. The studies therefore are mainly a preliminary survey of 
the effect on plant development of a number of climatic factors reproduced 
as accurately as possible in an artificial climate. As more efficient light 
sources are developed it will be possible to approximate more closely a 
natural environment. 

Chemical analyses of many plants grown under the different conditions 
are given together with a discussion of the effect of various factors on 
percentage carbohydrate and nitrogen in various tissues. 


APPARATUS AND EQUIPMENT 


Two kinds of equipment were used in these experiments. The first was 
the gantry crane greenhouses where sunlight was used during the day and 
a battery of 48 1000-watt lamps carried on the crane supplemented daylight 
for six to 12 hours each night. A photograph of the crane is reproduced 
in text figure t. The second type of equipment was the constant condition 
rooms where plants were grown entirely with artificial light furnished 
mainly by a battery of 25 1000-watt lamps. The constant-light room is 
illustrated in text figure 2. A more detailed description of each of the two 
types of equipment follows. 


Gantry Crane Greenhouses 


The gantry crane greenhouses consisted of a set of two houses each 
26 X 20 feet placed end to end with a four-foot vestibule between. The 
vestibule was ventilated independently and served to check the diffusion 
of carbon dioxid into the house having only the normal concentration of 
this gas. Each house contained two benches running parallel to the ridge 
and arranged to support jars of growing plants at a height of 56 inches 
above the floor level. Each bench was approximately 64 x 20 feet. 
They were spaced 30 inches apart so as to leave an aisle of this width 
running through the center of each house parallel to the ridge. The crane 
was built to travel upon iron rails placed on either side of the two green- 
houses. It was driven into place over one of the greenhouses by means of 
an electric motor, where it remained for a period of six to 12 hours each 
night. It was removed each morning so as to avoid shading. The crane 
carried 48 1000-watt incandescent filament lamps arranged in rows so that 
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Text Fic. 1. Gantry crane carrying 48 1000-watt lamps used as a light source in the greenhouse to sup- 
nent daylight for 6 to 12 hours each night. Text Fic. 2. Plants growing with artificial light only in 
constant-light room, This picture shows the position of the glass-water filter between the lamps and 
plants. 25 1500-watt lamps were used asa light source. Text Fic. 3. A photograph of plants growing 
ie constant-light room four days after the start of the 1925 experiment. Text Fic. 4. Same as Fic. 3 
pt taken 17 days later. The lettuce plant on Chart 6 B (19 hour day) was grown in 17 days from the small 
t similarly located in Fic. 3. The buckwheat plants on a 24 hour day in the rear of the date card grew 


height of 24 inches in 17 days. These plants were about 2 inches high in Fic. 3. 
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each half of the greenhouse roof was illuminated by 24 1000-watt lamps. 
The lamps were fitted with mirror reflectors and were arranged to distribute 
the light uniformly over each of the two benches with a minimum intensity 
over the walks in the center of the house. In the first experiments, 1924 
and 1925, lamps were used with a rated voltage of 115 to 120. The current 
supplied was 108 volts at the main switchboard but there was a voltage 
drop toward the socket so that the measured voltage at the socket was 
only 105. In later experiments the rated voltage of the lamps was 105. 
This results in a greatly increased intensity and efficiency of the lamps. 
All lamps were replaced at the end of each experiment and it was found 
that a lamp with a rated voltage approximately identical with the socket 
voltage would maintain well the initial light output during the time of the 
experiment. Experiments in general lasted 8 to 10 weeks, during which 
time the lamps burned a total of 700 to 850 hours. It should be pointed 
out that these lamps are designed to be burned for 1000 hours and that 
unless current is very cheap it does not pay to burn them longer since the 
light output falls rapidly after this life span has been reached. 

In the first experiments air temperature in the gantry crane houses 
was controlled by thermostats operating steam control valves by means of 
compressed air. These were not dependable unless supplemented by hourly 
inspection, and they were later replaced by electrically operated solenoid 
valves. This gave a very positive control of the steam supply for heating 
and by hourly inspection during warm weather the greenhouse vents could 
be kept open far enough to keep the temperature down. ‘Temperatures 
were recorded continuously during all experiments by means of recording 
galvanometers connected with electrical resistance thermometers placed in 
each house. In general, temperatures were held within a plus or minus 
variation of approximately three degrees. 

The control plants were kept in a greenhouse similar in dimensions to 
the gantry crane houses. Here, however, a slightly better control of air 
temperature and humidity was obtained by recirculating the air by means 
of a standard air-conditioning system. The operation of this system 
depends upon first, the saturation of the air coming from the greenhouse 
with a thermostatically controlled mixture of cold water and steam; and 
second, the re-heating of the air in the ducts as it rises toward the greenhouse 
to bring it to the desired temperature. Depending upon the temperature 
of saturation and the temperature of re-heating a definite degree of relative 
humidity can be maintained within certain limits. In most of the experi- 
ments reported herewith the thermostats were set to maintain a relative 
humidity of 80 percent. 


Constant Condition Rooms 
These rooms are equipped for growing plants entirely with artificial 


light. They are two in number, the constant-light room and the adjoining 
dark room. Each room is approximately 11 feet square and is located in 
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the basement under the greenhouses. The rooms are connected by a short 
closed corridor, and in order to obtain different lengths of day and night 
plants may be moved from the light to the dark and back again with no 
temperature change and the minimum of shock. The same air was re- 
circulated through both rooms by means of standard air-conditioning 
machinery similar to that already described in connection with the control 
greenhouses. The only difference was that ice water supplied by a 15-ton 
ice machine was used, while the amount of cooling in case of the control 
greenhouse was limited to the temperature of tap water. Air temperature 
in the light and dark room was maintained accurately within a plus or 
minus range of one degree centigrade, and humidity controlled to a plus or 
minus three percent relative during the whole growth period of the plants. 
Wet and dry bulb temperatures were recorded by means of recording 
galvanometers in connection with resistance thermometers. 

The main light source in the constant-light room was from 25 1500-watt 
gas-filled tungsten filament lamps suspended from a metal frame in the 
ceiling of the room. The lamps were fitted with Reflectors and Light 
Manufacturers Standard Reflectors and were arranged to give uniform 
illumination on the benches where the plants were grown. A false ceiling 
of clear plate glass was built between the lamps and the growing plants. 
This was fitted with a weir at one end which was adjustable in height. 
Water was fed in at the opposite end and the weir was set to maintain a 
layer of water 14 to ¥% inch in thickness over the entire surface of the glass 
plate. This glass-water filter served to absorb some of the infra-red output 
of the lamps. It also resulted in a considerable loss of energy in the visible 
region. This was especially true when dust and green algae were allowed 
to accumulate. Algae gave a great amount of trouble since such conditions 
of high temperature and high light intensity are ideal for their growth. 
It was found that a cheesecloth bag filled with zinc oxid and suspended in 
the water supply served to check the growth of algae. This treatment 
supplemented by a thorough scrubbing of the glass surface every other 
day maintained fairly well the initial transmission of the glass-water filter. 

A motor driven fan was used to supply forced ventilation to the space 
around the lamps and above the glass-water filter. This also served to get 
rid of the large amount of excess heat from the lamps. This fan motor 
switch was interlocked with the switches supplying power to the lamps so 
that the lamps could not be burned until the fan motor was running. 

In the first experiment in 1924 the glass-water filter was 40 inches from 
the tips of the lamps. The distance from the filter to the soil in which the 
plants grew was approximately 65 inches, making a total distance from the 
lamp to the soil of about 105 inches. In later experiments the lamps were 
moved down toward the filter so that in the last experiments (1926 and 1927) 
the lamps were only 19 inches above the surface of the water, or 84 inches 
above the soil. Since plant growth was very rapid the distance between 
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the tip of the plant and the filter rapidly decreased with a resulting very 
slight increase in light intensity. Some of the taller plants such as sun- 
flower, corn, and buckwheat grew sufficiently to touch the filter before the 
experiment was closed. 

The resulting light on the soil in which the plants were grown was 
measured by both the Macbeth Illuminometer and a pyrheliometer de- 
scribed by Kimball and Hobbs (10) and in use at various Weather Bureau 
stations for recording solar intensity. These instruments will be discussed 
later. The pyrheliometer was connected with a recording millivoltmeter 
and calibrated in energy units. These data are also tabulated later. 
In the first experiment of 1924 light intensity decreased until at the end of 
the experiment it had fallen to about 50 percent of the original value. 
This was found to be due to the aging of the lamps which usually occurs 
after about 40 days of continuous burning. In all later experiments lamps 
were replaced or the experiment discontinued after 45 days. 


Carbon Dioxid Supply 


In one of the gantry crane. houses and in the constant-light room the 
carbon dioxid concentration was maintained at ten times the normal, or 
about 0.3 percent. The carbon dioxid was supplied from steel cylinders 
holding 50 pounds of this gas. Three cylinders were connected to a manifold 
at the same time. The gas was first heated as it left the tanks by means 
of a coiled tube immersed in hot water. This treatment prevented freezing 
which would otherwise occur due to the rapid expansion of the gas. It 
was then expanded through a reducing valve into a 30-gallon cushion tank 
which insured an even flow through the gas meters located in the lines 
which delivered the gas to the growing houses. These meters were identical 
with the household type which public service companies use to meter 
illuminating gas except that they were fitted with a larger dial for more 
accurate reading. After a few determinations by gas analysis of the 
number of revolutions per minute necessary to maintain the concentration 
desired the valves were opened so as just to maintain this rate on the meters. 
In the 1926 and 1927 experiments a low range carbon dioxid recorder made 
by the Leeds and Northrup Company was used. This recorder had a 
range of 0 to 3.5 percent. It has been described by Rosecrans (17). 

Approximately six cylinders of carbon dioxid or 300 pounds of the gas 
were required in each 24-hour period to maintain a concentration of about 
0.3 percent in one gantry crane house and in the constant-light room. — 
When the greenhouse vents at both the ridge and eaves were opened to _ 
keep temperature down even this rapid flow of gas failed to maintain the 
desired concentration. It should be stated here that it is almost impossible 
to maintain any appreciable concentration of carbon dioxid in a greenhouse 
in this way on account of very rapid convection currents which sweep the 
gas out as fast as it is delivered. , ! 
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A separate experiment was made in 1926 to determine whether one 
percent carbon dioxid would produce more growth than 0.3 percent during 
the months of October, November, and December without additional light. 
It was found that a great number of plants produced more weight when 
grown in 0.3 percent concentration of this gas but that one percent gave 
no further increase. The higher concentration produced no injury, but it 
was much more expensive and difficult to maintain so that the lower 
concentration of 0.3 percent was used in all other experiments. 

In 1926 and 1927 a method for producing carbon dioxid from flue gases 
was studied. In the results of experiments presented here data concerning 
plants grown with carbon dioxid from this source are listed under the 
caption ‘‘Flue gas’’ or sometimes in the case of photographs, “F.G.” 
Gases arising from the burning of anthracite coal were treated in the 
following way. Hot gases were pumped by means of a negative pressure 
fan from the stack immediately above the boiler, first through a steel 
scrubbing tower where they were atomized with water. The gases were 
cooled and partially washed in this tower. They passed on through a 
similar tower where they were atomized with a one percent potassium 
permanganate solution. The gases then passed into a third tower where 
they were washed again with water and thoroughly saturated before moving 
through four filter cabinets. The first three filter cabinets were filled with 
trays of sawdust and sphagnum moss while the last one contained trays of 
glass wool which removed the last traces of finely divided carbon. The 
function of the permanganate solution is not definitely known. It has 
been found by trial, however, that it oxidizes certain compounds in the 
gases which are otherwise harmful to plants. It is slowly oxidized so that 
the solution becomes completely decolorized in about three to four weeks 
when the apparatus is running continuously for nine hours each day. The 
permanganate solution returning from the tower is collected in a 300-gallon 
earthenware jar and re-circulated by means of a small pump. The third 
tower serves to wash out any permanganate carried over and effectively 
increases the size of the finely divided soot particles so that all traces of 
soot are removed by the filters. This is especially important when the 
gases are used in greenhouses since any finely divided carbon brought in 
by the gases is precipitated on the cold surface of the glass as well as on 
plants and in time builds up a sooty, black deposit. The present filtering 
arrangement has been used to produce gas for a single greenhouse during 
two seasons of growth in the winter months and has caused no appreciable 
blackening of the glass or white framework during this time. 


Light Intensity Measurements 


During the 1924 experiments light intensity was measured only by a 
Macbeth illuminometer. In all later series both the illuminometer and a 


-ecording thérmo-electric pyrheliometer were used. The former instrument 


. 
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is a portable photometer carrying a lamp which is calibrated so as to give 
a known illumination value with a definite current. It is especially useful 
in measuring the illumination of artificial light sources indoors. On account 
of the color difference between the artificial light source in the instrument 
and sunlight it is more difficult to measure solar intensities. There is 
also no relation between the reading of an illuminometer in foot candles 
and the radiant energy received in gram calory units which is applicable 
to all light sources since the illuminometer is concerned only with visible 
radiation. A factor can be obtained, however, for a given artificial light 
source operating under known conditions which will allow the conversion 
of the reading of an illuminometer in foot candles to energy units as deter- 
mined by a pyrheliometer or other apparatus for measuring radiant energy. 
A 1000-watt lamp fitted with a standard reflector at 37.5 inches gave an 
illumination value of 620 foot candles as measured by an illuminometer or 
0.3 of a gram calory per square centimeter per minute as measured by the 
pyrheliometer. The factor in this case is approximately 2100. This 
factor is also approximately the same as that obtained in the gantry crane 
houses. Ageing of the lamps decreases the value while the effect of a glass 
water screen as used in the constant-light room is to increase it greatly 
due to absorption of the infra-red region with very little loss in illumination 
value. In the case of the constant-light room the factor is approximately 
5000, except in 1925 when the line voltage was too low to operate the 
lamps efficiently. Kimball (9) has found a similar illumination equivalent 
for sunlight which gives the illumination value in foot candles from the 
energy value as determined by the pyrheliometer, this value being 6700 
for cloudless skies and 7000 for a sky covered with clouds. The value as 
determined in the constant-light room approaches that for sunlight. While 
this factor approaches the value 6700 found by Kimball for solar radiation 
it does not indicate that the light in the case of the constant-light room 
was equal to solar radiation in spectral energy distribution. The approxi- 
mate spectral radiation components of four different light sources similar 


to those used in this work as published by Coblentz, Dorcas, and Hughes 
(3) are as follows: 


In percentage of the total radiation to 


12,000 ft. 
Sita, Wearslmueiorn, ID), (C5450 saecoesanencee 450-600 mu | 600-1400 I 
ite HAS 125) |pullyeatsh iowrs, MIAME. 3 oo 22.0 mu ae ian Ao ne 
Quanizgmencirysa ce ne OWS ee 20.5 i 
Gas filled tungsten lamp, 12.7 amps........ eytoy xo 54.2 i 
White flame carbon arc 30 amps........... OUSe 19.5 5 30.2 3 


COLLECTION AND TABULATION OF DATA 


Weekly measurements of growth in height were made and any develop- 
ment of buds, flowers, and fruit or changes in foliage color were noted. 
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These measurements were supplemented by frequent photographs, several 
of which are reproduced along with the chemical data. 


Chemical Analysis ? 


Many plants grown under the various conditions were sampled and 
analyzed for various carbohydrate and nitrogen constituents. The sampling 
was usually done toward the end of an experiment when the plants were 
nearing maturity except in certain cases where an attempt was being made 
to determine the effect of age on these constituents. Sampling was done 
at the end of the period of exposure to light in every case except where 
otherwise noted. In the case of those plants growing in the gantry crane 
greenhouses which were exposed to daylight plus artificial light from 6 P.M. 
until midnight, the plants were harvested at midnight and placed in the 
cold room at a temperature near zero degrees Fahrenheit where they 
remained until they were ground and preserved in alcohol on the following 
day. Plants could be kept at this temperature for 24 to 48 hours with 
very little change in carbohydrate fractions. Because of the difficulty in 
getting plant roots free from soil only the aérial portion in general was 
sampled. There were a few exceptions to this procedure in the case of 
those plants having large fleshy roots. The tissue was ground with a 
Russwin steel knife mill and divided into duplicate or triplicate samples 
for analysis. Separate samples were also taken for moisture determinations. 
The samples for analysis were placed in 300-cc. Erlenmeyer flasks and 
weighed. One-tenth gram of calcium carbonate was added and the flasks 
were filled two-thirds full of boiling 95-percent alcohol and boiled for ten 
minutes. They were then filled to the neck with alcohol and stoppered 
and placed in storage until the tissue could be conveniently analyzed. 

In general the official methods for feeding stuffs published by the 
American Association of Official Agricultural Chemists was followed. The 
tissue was extracted with 50-percent alcohol. Reducing sugars were 
determined on the cleared extract and the fraction listed as sucrose deter- 
mined by reduction, after hydrolysis of this extract, by subtracting the 
value for reducing sugars first obtained. The acid hydrolyzable fraction 
was determined as reducing substances in the hydrolyzed and cleared 
residue. Hydrolysis was accomplished by heating for two and one-half 
hours with 20 cc. of hydrochloric acid, specific gravity 1.125, and 200 cc. 
of water in a flask fitted with a reflux condenser. The results are calculated 
as dextrose and multiplied by the factor .9. 

Soluble nitrogen was determined from an aliquot of the alcoholic extract 
and insoluble nitrogen from an aliquot of the dried residue by the Kjeldahl 
method modified to include nitrates. 

The amount of moisture was determined by drying duplicate samples 
of the ground tissue in a vacuum oven at 70° C. 

2 The writers are indebted to Dr. J. E. Webster for analyses of plants grown in the 
1924 series. 
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Effect of Darkness on Carbohydrate Fractions 


A series of analyses was made on tomato plants exposed in one case to 
daylight and in another to artificial light and then kept in darkness at 
room temperature for various periods before sampling. This study was 
made primarily to determine the magnitude of the decrease in carbohydrate 
fractions during short periods of darkness. These periods are comparable 
to the effect of night and periods of very low light intensity which plants 
often receive when growing under natural conditions. The data are given 
in table 1. It will be observed from the data given that plants gain slightly 
in percentage moisture during such periods of rest. Nitrogen fractions are 
not changed appreciably. Total carbohydrates in general decrease slightly 
after 17 hours of darkness while after 40 hours this value has decreased 
to about one-third of the original figure. The greatest decrease is in the 
leaves in the shorter periods of darkness, while in prolonged darkness even 
the stems are greatly depleted in easily available carbohydrates. There is 
a difference in the percentage carbohydrate in plants sampled in the evening 
after a day of rapid photosynthesis as compared with plants sampled in 
the morning before any photosynthesis takes place. The effects of these 
rapid changes in carbohydrates are reflected in the carbohydrate-nitrogen 
ratio as indicated in the last column of table 1. It is seen that darkness 
causes wide variations in this relation so that a combination of light and 
darkness can be chosen to produce in a few hours either a high or low 
carbohydrate plant depending upon the time the plant is sampled relative 
to periods of light and darkness. These changes are accomplished through 
an alteration of the percentage of carbohydrate in the whole plant with 
very little change in the percentage of nitrogen. The carbohydrate- 
nitrogen ratio will be discussed later in greater detail. 


Errors of Sampling 

In order to gain some idea of the individual errors of sampling, two 
species used extensively in these studies were selected for a detailed study 
of sampling errors. One was the aérial portion of radish and the other the 
tomato plant. A large number of plants of each species were grown under 
similar conditions. They were then sampled in smaller separate groups. 
These data are included in tables 2 and 3. Table 3 shows both the variation 
in duplicate samples and that of individual plants. By comparing the 
figures in each column with the average at the foot of the respective columns 
it will be observed that the sampling errors are relatively small. Groups 
of individuals from both species of plants when grown under the same 
conditions vary but little in chemical constituents. 


CONDITIONS OF EXPERIMENTS 


Experiment 1. June 3 to August 15, 1924 


Constant-light room, artificial light only. 
Temperature 78° F. 
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Humidity 80 percent. 

Carbon dioxid concentration 0.1 to 0.8 percent; 4 50-pound tanks used 
in each 24 hours. 

Light exposures of 5, 7, 12, 17, 19, and 24 hours in each 24 hour period. 

Light source 25 1000-watt 120-volt lamps operating on 105-volt supply. 
Light filter one-half inch of plate glass plus one inch of water. 

Average Macbeth readings at soil level: 450 foot candles. 


Experiment 2. August 28 to October 15, 1924 


Same as Experiment 1 except no additional carbon dioxid. 
Average Macbeth reading 350 foot candles. 


Experiment 3. February 28, to May 14, 1925 

1. Gantry crane House 1, daylight supplemented with artificial light 
from midnight until 6 A.M. each night, normal concentration of carbon 
dioxid. House 2, daylight supplemented with artificial light from 6 P.M. 
until midnight and with carbon dioxid concentration at about 0.3 percent 
or ten times the normal. 

Light source 48 1500-watt 120-volt lamps operating on 105-volt current. 

Average phrheliometer reading: 0.45 gram calory per square centimeter 
per minute. 

Equivalent in foot candles: 819. 

Temperature in all houses 78° F. 

2. Constant-light room, artificial light only. 

Carbon dioxid concentration about 0.3 percent. 

Light source 25 1500-watt 120-volt lamps operating on 105-volt current. 

Light filter of plate glass with water, average depth three-eights inch. 

Average pyrheliometer reading: 0.3 gram calory per square centimeter 
per minute. 

Macbeth reading: 800 foot candles. 

Temperature 78° F. 

Humidity 80 percent. 

Light exposures of 5, 7, 12, 17, 19, and 24 hours in each 24 hour period. 


Experiment 4. February 28 to May 8, 1926 

1. Gantry crane houses same illumination as 1925 except 48 1000-watt 
105-volt lamps operating on 105-volt current supply. 

Average pytheliometer reading: 0.36 gram calory per square centimeter 
per minute. 

Macbeth reading: 760 foot candles. 

House 1, daylight plus gantry crane illumination from midnight until 
morning. 

House 2, daylight plus gantry crane illumination from 6 P.M. until 
midnight and with ten times the normal carbon dioxid concentration. 

Temperature 68° F. in all houses. 


"asec * 
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Humidity 80 percent in control house. 

2. Constant-light room; artificial light only. 

Carbon dioxid concentration ten times normal. 

Light source 25 1500-watt 105-volt lamps operated on 104-volt current. 

Light filter same as Experiment 3. 

Four mercury vapor arcs in glass tubes. 

Average pyrheliometer reading: 0.25 gram calory per square centimeter 
per minute. 

Macbeth reading: 1200 foot candles. 

Temperature 68° F. 

Relative humidity 80 percent. 

Light exposures of 5, 7, 12, 17, 19, and 24 hours in each 24 hour period. 


Experiment 5. January 28 to April 8, 1927 

1. Gantry crane houses same illumination as in 1926 except only one 
house, number 2, illuminated. 

House 2, daylight 12 hours plus gantry crane 12 hours from 6 P.M. 
until 6 A.M. making a 24 hour day. 

Carbon dioxid ten times normal. 

Temperature 78° F. except in a small vestibule held at 68° F. 

Relative humidity in control house go percent. 

2. Constant-light room, artificial light only. 

Carbon dioxid concentration ten times normal. 

Light source 22 1500-watt 105-volt lamps operated on 105-volt current. 
Three 25 amperes white flame carbon arcs. Two mercury vapor arcs in 
glass tubes. 

Light filter same as experiment 3. 

Average pyrheliometer reading: 0.24. 

Macbeth reading: 1400 foot candles. 

Temperature 68° F. 

Relative humidity 90 percent. 


RESULTS OF EXPERIMENTS 


More than thirty different species of plants were grown in these experi- 
ments. It was found impossible to get a complete set of data on the 
whole 30 species as regards chemical analysis and day-length effects. 
A few representative species of special interest were therefore selected for 
a more detailed study. These have been grown with different day-lengths 
from five hours to 24 in the constant-light room and also with daylight 
supplemented by six to 12 hours each night with artificial light from the 
gantry crane. 

Plants in general were found to increase greatly the weight of tissue 
produced when given daylight plus six hours additional light each night. 
A still further increase was produced by increasing carbon dioxid concen- 
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tration along with supplementary lighting. Many plants grew very 
rapidly in the constant-light room with artificial light only. Text figures 
3 and 4 show 17 days’ growth under these conditions. The large lettuce 
plant shown in the foreground of figure 4 was produced in this time period 
from the small plant similarly located in figure 3 and illustrates the rapid 
growth under these conditions. When grown with artificial light the weight 
of tissue produced increases with day length up to approximately an 18 hour 
day while there is no corresponding increase when given a 24 hour day. 
Some species were found to grow as well with continuous 24 hour illumina- 
tion as on an 18 hour day, while others were found to be greatly injured 
by a 24 hour day. The results of the chemical analyses of various species 
as related to carbohydrate-nitrogen ratio, injury of long day, and specific 
effects of the various conditions on a number of plants will be discussed 
in the following pages. 


Carbohydrate-nitrogen Content as Related to Flowering and Length of Day 


Considerable study has been made of the effect of various day lengths 
on the carbohydrate-nitrogen relations of various plants grown in this 
series of experiments. The study has been especially directed toward 
representative varieties of each type of plant as originally worked out by 
Garner and Allard (4), the short and long day and the everblooming types. 
Both radishes and lettuce are of the long day type and both grow well 
up to a 24 hour day or continuous illumination. They were therefore 
selected as suitable plants for growing on a number of day lengths from 
five to 24 hours. Similarly, salvia was selected as a typical short day 
plant and buckwheat as an everblooming type. Salvia flowers well on day 
lengths of 15 hours or shorter while buckwheat flowers equally well on all 
day lengths from five hours to 24. In this series of experiments it was 
hoped to establish a possible relation between the percentage composition 
of carbohydrate and nitrogen constituents and the day length at which the 
plants would flower. Assuming that day length determines flowering in 
these species through a building up of a certain amount of carbohydrate 
with relation to the total amount of nitrogen, one should be able to determine 
how much of each fraction is necessary before flowering is initiated in the 
long day plant and what carbohydrate maximum just prevents flowering 
in the short day plant. This premise also assumes that the amount of 
photosynthetic material manufactured is in some simple proportion to the 
dosage of light, that is an intensity < the time of exposure, within certain 
limits. Where more carbohydrates are built up with greater dosage of 
light it is reasonable to expect that translocation and further synthesis will 
not be increased at the same rate, consequently carbohydrates will increase 
to a greater or lesser degree, with increasing day length, if intensity remains 
the same. If the ratio of total carbohydrate to total nitrogen is effective 
in determining flowering it should be possible to regulate this process 
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through the increase or decrease of nitrate in the soil providing the plant 
has no regulatory mechanism which limits the absorption of! this- salts 
It should also be possible to initiate or inhibit flowering by adjusting light 
intensity in combination with suitable day length and in this way regulate 
the ratio through an increase or decrease of carbohydrate, providing again 
that the plant has no regulatory mechanism for maintaining only a certain 
amount of carbohydrate reserve. In previous work it has been observed 
that certain plants such as corn are able to regulate the amount of nitrate 
taken in so that it is difficult to induce this plant to take up enough nitrate 
to increase the total percentage of nitrogen in the plant. The most promis- 
ing method of changing the carbohydrate-nitrogen balance therefore 
seemed to be an increase of light intensity in combination with suitable 
day lengths. Both the decrease and increase of nitrate in the soil as well 
as different light intensities in combination with various day lengths have 
been used in this study. The analytical data are reported in tables 4 to 9. 

In the case of long and short day plants the tables are divided into 
two parts, those which either were flowering or had the flowering response, 
and those which were not flowering or had no flowering response. Flowering 
response is here used to mean the ability of a long day plant to flower after 
it has been kept for a time on a long day and then transferred to a short day 
where it will later flower. This is a common characteristic of both radishes 
and lettuce. The opposite situation also exists; that of a short day plant 
flowering on a long day after it has been transferred, but this has not been 
studied carefully in the work reported herewith. 

The “dose”’ of light necessary to initiate flowering in long-day plants 
growing in greenhouses during the short days of winter involved mainly 
the length of day (photographs of long and short day and “everblooming”’ 
types are shown in text figs. 5,6 and 7). Intensity was not a factor since 
the lowest intensity used (170 foot candles) was well above the minimum 
for initiating flowering. While this exact minimum has not been accurately 
determined it is known to be very low as compared with sunlight. Light 
diffusing from the gantry crane greenhouse in these experiments induced 
flowering in radish and lettuce in another greenhouse at an illumination 
value of about five foot candles. Intensities of this order produce little 
or no weight increase in plants, and are probably well below the minimum 
for survival. 

The total carbohydrate and total nitrogen in percent of dry weight for 
radish and lettuce together with the ratio of the two are listed in tables 4 
and 5. The great variation of these fractions in plants grown under various 
conditions is shown. Total carbohydrate in radish (table 4) varies from 
7-47 to 34.73 percent among the plants which were flowering or showed 
flowering response, while there was a similar range, 8.95 to 21.23 percent, 
among those which did not flower. Total nitrogen varied from 1.51 to 
5.92 percent in the first case and from 2.77 to 7.27 percent in the second. 
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TABLE 4. Carbohydrate-nitrogen Relation in Radish, a Long Day Plant, Plants Grown 
With Various Lengths of Day. Whole Aérial Portion 


Total Carbo- Total Ni- 
hydrate, % trogen, % Carbohydrate 
Dry Weight | Dry Weight Nitrogen 


Treatment of Plant, Age, and Number of Days 
in Growth Condition 


1. Plants flowering or showing flowering response when transferred to short day. 
1927 Series unless otherwise indicated 


Control greenhouse, 51 days CE) a a ee 157 
Greenhouse 2, 21 days, F.S.D................. a Soe ae 

: Zee LaCanrow Len tnpeee ns tein a 19.94 Sete Bee 
15 hour Bavioe dae, Wei). Bee Ree es 15.41 3.36 4.6 
hae . AUSVTOLIN Gis User oc et cee ice nee eet 9.59 2.45 4.1 
TOWN eo are SD a 21.90 4.67 Boi 
LOig ys pA Gave es he Lee aS 21.90 2.87 7.6 
24 >. i PO GENYS ISAO. 5 a yg Myc nom 25.47 4.68 5.4 
24" = SOUCY S: pie eemenvree nee ode eC etyeian Pll Pag fale 3.45 8.0 
24 | SIAGAy Sk aera oe! Lone Teas 4.00 4.3 
Bie “24-hour night, 14 aay Ge Ge aren eee 10.19 5.63 1.9 
Greenhouse + 8 hours artificial light 170 f.c. 

Baca wetett ck), 2) eel eer eS 7.47 5.92 Tee 
Greenhouse + 8 hours artificial light 170 f.c. 

Blas EMO Glee ls ge 7.87 ye 1.4 
Greenhouse 1, 46 days, 1926 F.—grown in sand 27.44 sD 18.1 
Greenhouse 2, 46 days, 1926 F.—grown in sand 34.723 1.52 22.8 


2. Plants not flowering and having no flowering response 


Greenhouse control, 32 days (4).............. 12.69 5.99 Bei 
¥ “ El Cay S eae aha fee ee a 18.50 WPI 26 
7 hour day—4o Gary s Mier inti 1 ate 10.55 5.88 1.8 
7 i ;, 54 - ee eras oe cid 8.95 6.33 1.4 
aad DO rh REIN 0 Di ee So 19.14 5.70 3.4 
12 OLS Ne a Si URE eS Oe 8.89 5.23 a7; 
See 20 Cn CEA OE eee Lae ee ee i707; 4.69 2.8 
M2 OE (8) ee eee Zee 4.84 4.4 
Greenhouse + 8 hours artificial light 170 f.c. 
facavcnQve sindays eee see ee ee 12.34 5.98 I 
Control greenhouse—31 days................. 10.70 5.72 1.9 
12 hour day—12 hour night—14 days......... 10.16 5.22 fe) 
Greenhouse control + .3 percent CO.—7 days 
ens Ey) tee et al ke ke ee 14.43 Bats Dg 
Greenhouse control + .3 percent CO.—15 days 
AEE ETE) IE 1 tsp 0 ay a a, Se ee 12.88 5.58 Doe 
reenhouse control + .3 percent CO.—20 days 
(EE RE oes oe A ant OI ee 11.43 4.88 2.4 
Greenhouse control grown in sand 46 days. 
TOO) As Wy airae ie ony ROR ler tai cle ioe ne 2ue23 Mig High 
Greenhouse control grown in soil 46 days. 
OPS): 1 So neo On ER REET ee Oe rae 13.93 4.87 2.9 


F. With flower stalks. 

F.S.D. The same series flowered later when transferred to a short day. 

(1). These plants flowered in a house adjacent to gantry crane house due to the entrance 
of diffused light of about 5 f.c. 

(2). Some of these plants were sampled after 15° days and 3 out of 12 of this series 
flowered when returned to a short day. When sampled after 44 days flower stalks were 
appearing. 

(3). None of the plants of this series flowered when returned to a short day. 

(4). Sampled Feb. 28, 1927. 

Note: Greenhouse 2, 1927 received daylight plus 12 hours of artificial light each night 
from the gantry crane. Carbon dioxid concentration about .3 percent. Temperature 
78°F. 7 to 24 hour day plants grown in constant-light room with CO, concentration and 
temperature same as greenhouse 2. Greenhouses I and 2 in 1926 received 6 hours of light 
each night from the gantry crane. CO: concentration increased in 2, Temperature 68° F. 
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TABLE 5. Carbohydrate-nitrogen Relation in Lettuce, a Long-day Plant, Grown With Various 
Lengths of Day. Analyses of Whole A érial Portion 


Treatment of Plant, and Number of Days Senge JoatNne Carbohydrate 
in Growth Condition Dry Weight Dry Weight Nitrogen 
1. Plants flowering or with flowering response 

Greenhouse I—25 days—1925+........... 19.93 4.21 Mea 
Greenhouse 2—25 days—1925+........... 27.35 4.58 6.0 
17 hour day, 25 days—1925+............. 22.01 3.86 5.7 
LO pee 5 ee 1085 a 24.08 4.06 6.0 
2A ae pee 5 ee L025. eek Pe 26.32 3.78 7.0 
Greenhouse I—60 days—1926 + 

SAO MAMMA Gait Clgeen ee ner Seen de 16.10 3.07 5.3 
Greenhouse 1, 60 days—1926. Soil+...... 19.88 4.48 4.4 
Greenhouse 2, 60 days—1926. Sand+..... 15.26 1.69 9.2 
Greenhouse 2, 60 days—1926. Soil+...... L700 2.50 6.8 
17 hour day, 60 days—1926+............. 19.44 2.88 6.8 
19 hour day, 60 days—i926+............. 26.92 3.61 RA: 
24 hour day, 60 days—1926+............. 28.54 3.12 9.2 
PROUT day=aredayvs— 102 7a se ne 23.10 5.56 4.2 
U5 hour day, 61 days—1o27-......:...... 21.22 3.24 6.5 
Dnoun day, 20 days—1027—) 7.1.8). 23.75 4.50 5.3 
17 hour day, 61 days—1927+............. 20.84 Desa) 8.9 
19 hour day, 21 days—1927—............. 26.68 4.68 5.7 
19 hour day, 61 days—1927+............. 18.12 2.39 7.6 
24 hour day, 19 days—i19g27—............. 25.75 4.62 5.6 
24 hour day, 45 days—1927+............. 38.28 4.85 7.9 


2. Plants not flowering and with no flowering response 


Control greenhouse, 60 days—1925......... 18.57 ise) 4.1 
5 hour day, 60 days—1925............... eas 4.73 2.9 
7 hour day, 60 days—1925............... 20.92 4.04. ee 

m2 ounidary, 00 days—1025..0. 320. ah. sen ee 21.04 4.59 4.6 

Control greenhouse, 60 days—1926......... 22h 4.75 4.7 
janou day. 100 days——-1O20.-5-— ae. a. 18.30 4.89 Ba 

12 hour day, 60 days—1926............... 17.46 4.14 4.2 

Control greenhouse, 34 days—1927......... 22.86 4.95 4.6 
HMO UTCday. SOuGAYS—TO2 7a). burda ao 2 2 14.86 4.11 3.6 
Quilon dary. OIdaysS—TO27 hs... a. 4. 18.05 5.09 3.6 

D2PAOWIN day. 2OIGAYS.—-LO27 sos sea sie sels 12.08 273 4.5 

E2vhourn days 61 days=—1927 . oc. nen. 27 on. 18.80 4.21 4.5 


+ Flower stalk visible. 

— No flower stalk visible, would flower later. 

5-24 hour day grown in constant-light room with artificial light entirely and with 
glass-water filter. 1925 series temperature 78° F. and illumination about 970 f.c. 1926 
series temperature 68° F. and illumination about 1200 f.c. 1927 series 78° F. and 1200 f.c. 


illumination. 


There is apparently no relation between percentage composition of carbo- 
hydrate and nitrogen and flowering in the radish, since these can be varied 
quite independently of the flowering. Flowering can be initiated by 
illuminating the radish for eight hours each night with 170 foot candles 
with no resultant accumulation of carbohydrates. Flowering can also be 
initiated with a much higher intensity, 700 foot candles (Greenhouse 1, 
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1926), for six hours each night, with considerable accumulation of carbo- 
hydrates. When the plants were grown in sand (Greenhouse 2, 1926) 
there was a further accumulation in total carbohydrates to the maximum 
for the series at 34.73 percent. Total nitrogen was reduced to 1.52 percent. 
These plants flowered. Control plants grown in sand on short days did 
not flower but accumulated considerable carbohydrate, 21.23 percent. 
Total nitrogen fell to 2.77 percent in this case. Of the plants grown in 
the constant-light room in 1927 on 7, 12, 15, 17, 19, and 24 hour days, 
the plants on the four longest day lengths flowered, while those of 12 hours 
and less did not flower. The effect of age of the plant at the time of sampling 
is shown in table 6. This is also discussed later. All radish plants listed 
in table 4 were grown from seed which was planted in each condition, 
except the 12 and 24 hour day, 12 and 24 hour night plants, and those 
grown with daylight plus eight hours of artificial light at 170 foot candles. 
These plants were grown in the control greenhouse and then transferred to 
the various conditions. It will be observed that the 24 hour day, 24 hour 
night and 12 hour day, 12 hour night plants in table 2 had practically the 
same percentage composition of carbohydrate and nitrogen. This might 
be expected since these plants were grown under the same conditions 
except for the duration of exposure to light. The set grown on the long 
day flowered while those on the 12 hour day did not flower. The soluble 
nitrogen in percentage of dry weight was 2.44 for the 12 hour and 2.82 
for the 24 hour day plants as compared with 2.78 and 2.80 for the respective 
insoluble fractions. There is therefore no significant difference in these 
fractions. Soluble nitrogen in general parallels closely the total nitrogen 
values. The listing of this fraction has been omitted from table 4 and 
several other tables to save space. 

It is of especial interest to note that the highest ratio of carbohydrate 
to nitrogen in radish is produced by an 18 hour day (Houses 1 and 2) 
where nitrate supply has been limited by growing the plants in sand. 
In this case large amounts of carbohydrate are produced, nitrogen supply 
is a limiting factor to further growth, and carbohydrates accumulate. 
This makes no difference with flowering since the plants flowered on the 
long day regardless of carbohydrate-nitrogen relations. When grown in 
sand in the control greenhouse on the normal day length the carbohydrate- 
nitrogen ratio of radish plants was also very high (7.7). The value was 
about equal to the ratio obtained (7.6) by growing plants in soil on a 
19 hour day. The control plants did not flower while those grown on the 
19 hour day flowered. The values given in table 4 are averages of a large 
number of plants. Any number can be grown similarly which will give 
individuals with values in very close agreement. Flowering in radish is 
therefore believed to be quite independent of the carbohydrate-nitrogen 
relations and depends only upon day length. 

In table 4A are presented chemical data showing the trend of various 
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carbohydrate and nitrogen fractions in radish plants as day length increases. 
The long day plants represented in this table were flowering when sampled. 
The table shows the percentage composition of insoluble and soluble 
nitrogen and acid hydrolyzable, sucrose and dextrose, carbohydrate fractions 
on a dry weight basis. Percentage total nitrogen and total carbohydrate 
are given on both the green weight (wet) and dry weight basis. Weight 
per plant and percentage moisture are also given. As pointed out above 
total carbohydrates and weight per plant increase with day length to 17 
or 19 hours while a corresponding increase is not maintained up to a 24 hour 
day. Weight per plant follows a similar curve. Total, soluble, and 
insoluble nitrogen on a dry weight basis decrease with increasing carbo- 
hydrates. The sucrose fraction is near zero on short day lengths but 
increases on 17, 19, and 24 hour days. This fraction decreases with age 
of plants. Only one other plant studied in these experiments contained as 
little sucrose. This was the coleus. Both the Golden Bedder and varie- 
gated varieties of this species gave no test for sucrose when grown on 
either long or short days. 

The carbohydrate-nitrogen relation for lettuce grown under the different 
conditions is summarized in table 5. The analyses of plants listed in this 
table shows a considerable range of carbohydrate and nitrogen percentages 
both in the case of the plants which flowered or had the flowering response 
and in the plants which did not flower and had no flowering response. 
The data in this table are based on the analysis of only two to ten plants 
in each sample and are therefore much more variable than the data for 
radish presented in table 3 in which large numbers of individuals were 
used in each sample. There is no relation between the percentage carbo- 
hydrate or nitrogen and the tendency to flower in lettuce shown by these 
data. Carbohydrates, in general, increase with increasing length of day 
in both radish and lettuce. In contrast with radish, lettuce plants did 
not show any increase in carbohydrate when grown in sand as compared 
to a good soil. 

In order to determine some of the effects of age of the plants at sampling 
time on carbohydrate and nitrogen fractions, a series of experiments was 
made in 1927. Lettuce and radish plants were analyzed first when the 
plants were young and vigorously vegetative and later when they were 
flowering or beginning to flower on longer day lengths. The data from 
this series of analyses are given in table 6. The weight per plant of lettuce 
increased with day length up to a 17 hour day while there was no pro- 
portional increase on 19 and 24 hour days. The aérial portion and roots of 
radish follow a similar curve. The amount of water in the aérial portion 
in general decreases with age. The acid hydrolyzable fraction increases 
slightly in lettuce with age. In the aérial portion of radish there is a 
slight decrease, while the roots show a tendency to increase. Sucrose, 
dextrose and total carbohydrates in general decrease with age in both 
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lettuce and radish. It is therefore important for purposes of comparison 
to choose plants of these two species which are approximately the same age. 

The analytical data for salvia, a short day plant, are presented in 
table 7. This plant flowers well up to and including day length of 15 hours, 
rarely on a 17 hour day. A photograph showing the flowering on short 
day lengths is included as text figure 6. The carbohydrate and nitrogen 
fractions show a very narrow range over all day lengths from five hours 
to 24. On the shortest day length, five hours, in 1926, carbohydrates 
were high at 22.87 percent as compared with 28.19 percent on the 19 hour 
day, while nitrogen showed a correspondingly small variation from 3.24 
percent to 2.04 percent on the same range of day lengths. The application 
of large amounts of nitrate to the soil made practically no difference in the 
total nitrogen content, although the plants showed considerable foliar 
injury due to the toxicity of high concentrations of this salt. The seven 
hour day plant receiving extra nitrate had a total nitrogen percentage of 
3.35 as compared to the value 2.8 for the seven hour with no extra nitrate. 
The carbohydrate percentages were 14.08 and 25.45, respectively. The 
slight increase in nitrogen may as well be attributed to the falling off of 
carbohydrate due to slight foliar injury as to the increase in nitrate supply 
in the soil. The 17 and 19 hour day plants receiving nitrate were also 
slightly higher in total nitrogen and slightly lower in total carbohydrate, 
but compared with plants growing on short day lengths total nitrogen 
in those plants receiving large quantities of nitrate is very low. Salvia is 
able to regulate closely the total percentage composition of nitrogen in 
the tissues when grown in a medium with high nitrogen supply. The 
numerical value of this percentage depends mainly upon length of day 
and intensity of light. This regulatory action apparently is not restricted 
to salvia since various workers have found a similar relation in other species. 
Walster (20) found that when barley was grown at a high temperature 
with a high nitrogen supply in a sand medium the plants were very weak 
and prostrate in growth habit, whereas when grown similarly except in a 
cool house the plants were erect and sturdy. He found no greater differences 
in total nitrogen percentages, however, than may be easily attributed to 
variations in sampling. Hooker and Bradford (7, 8) have analyzed both 
the bearing fruit spurs and bark of apple twigs which have been fertilized 
with nitrate, ammonium sulfate, and blood. As compared with the control 
plants with no fertilizer they found no appreciable differences in total 
nitrogen percentage. The interesting thing about these observations is 
that the effects of high nitrogen supply are brought about in these species 
with no corresponding increase in percentage total nitrogen in the plants. 
Woo (22) found that high nitrate content of soil produced no corresponding 
increase of nitrogen in amaranthus plants. Tincker (19) found that the 
crude protein (N X 6.25) in the leaves of cocksfoot grass plants could be 
about doubled when the plants were fed sodium nitrate at the rate of five 
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TABLE 7. Carbohydrate-nitrogen Relation in Salvia, a Short-day Plant, Anal yses of Whole 
Aérial Portion Unless Otherwise Stated 


Treatment of roe Age and Number of Days Hote ais oo Ni- Carbohydrate 
in Growth Condition aydrate, 7 Togen, % itr 
Dry Weight Dry Weight Nvitogen 


I. Plants flowering or with flowering response 


Control greenhouse, 62 GENS O19. - 5 so 5n.6 18. 
5 hour day, 62 days—1926............... Beet ae a 
7 hour day, 62 days—1926............... 25.45 2.80 oe 
12 hour day, 62 days—1926............... 27.63 3.16 8.8 
7 hour day, NaNOs, 62 days, 1926 (I)... 14.08 3.35 4.2 
12 hour day, 35 days—1927 (2)............ 31.62 3.84 8.2 
17 hour day, 35 days—1927 (2)............ 33.56 Age 9.6 
5 hour day, 61 days—1927............_.. 23.88 4.39 5.5 
7 hour day, 61 days—1927............... 23.86 3.99 6.0 
9 hour day, 61 days—1927............... 25.39 3.71 6.8 
12 hour day, 61 days—1927............... 30.59 2.49 LAs 
ES hour day, 61 days—r1027............... 30.45 Deity] 12.3) 
17 hour day, 61 days—1927............... 30.74 2.84 10.8 


Greenhouse I—62 days—1926............. 14.48 offil aii 
Greenhouse 2—62 days—1926............. ee BPs a 
17 hour day, 62 days—1926............... 25.41 1.93 UBS, 
19 hour day, 62 days—1926............... 28.19 2AOB 13.8 
24 hour day, 62 days—1926............... 26.18 2.26 11.6 
17 hour day, NaNOs, 62 days—1926 (1).... 23.62 2.34 10.1 
19 hour day, NaNO, 62 days—1926 (1).... 17.64 2.80 6.3 
24 hour day, 35 days—1927............... 37.95 3.03 12.4 
19 hour day, 61 days—1927............... 31.50 2.56 12,3 
24 hour day, 61 days—1927.......0--.0... 35.14 3.08 II.4 
Greenhouse 2—61 days—1927............. 25.33 2.97 8.5 
Greenhouse + 6 hours light each night, Jan. 

28—-Oct. 4, 1927. Leaves only (3)........ 22 eGo 2.66 8.4 
Same except stems only (3)............... 21277 SVE B78 
Same except from Jan. 28-Dec. 19, 1927. 

IeAvesnoullival(3) a Gare, Maoh st 22.18 PIR 8.4 
Greenhouse control sampled Oct. 4, 192 

ILZEB RRS COh all VA, & oa a creche Oa Oa ee oe ee Oe 16.81 Beil 5.1 
Same except stems only................... 21.66 79 Dies 


(1). Given 100 cc. of NaNO; solution containing 5 grams NaNO; at one or two week 
ntervals in four separate doses. 

(2). Other 12 and 17 hour day plants of this series were flowering when sampled after 
62 days. The 17 hour day plants flowered only at the terminal while the 12 hour day 
plants flowered at both terminals and laterals. 

(3). Received 6 hours artificial light each night from one 1000-watt lamp. 

Note: 5 to 24 hour day plants grown in constant-light room. In 1926 the temperature 
was 68° F. and illumination about 1200 f.c. In 1927 the temperature was 78° F, and 
illumination about 1200 f.c. Greenhouses 1 and 2 in 1926 received 6 hours of light each 
night from the gantry crane. CO2 concentration was increased in 2, Temperature 68° F, 
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grams weekly. This was true of plants grown either on a ten hour day or 
on the normal day length of June. It is evident therefore that not all plants 
are capable of a close regulation of total nitrogen percentage. Nightingale 
(16) has compared the analysis of stems from salvia plants grown on a 
short day of seven hours in the greenhouse during February, March, and 
April with those similarly grown except with full daylight supplemented 
at night by six hours of low intensity artificial light. The total carbohydrate 
in the lower stems on a percentage dry weight basis was 24.4 for the long- 
day plants and 23.9 for the short-day plants. The upper stems contained 
19.3 and 20.0, respectively. Total nitrogen percentage of dry weight was 
.7 to 1.1 for the lower stems as compared with 2.0 to 1.6 for the upper 
from the long and short day plants. The total nitrogen percentage for 
the whole plant was 2.7 to 2.7._ There is, therefore, no significant differences 
in carbohydrate or total nitrogen percentages between the long and short- 
day type in plants reported by Nightingale. This is probably due to the 
fact that the long-day plants received additional light of such a low energy 
value that very little additional photosynthesis took place as compared 
with the seven-hour day series, while the day length effects in initiating 
flowering are produced at a very low intensity. Nightingale found that 
all forms of soluble nitrogen except nitrate were relatively low in short- 
day salvia plants. He concludes from this that salvia is limited by a 
seven-hour day in the assimilation of nitrate. Since one set of plants is 
flowering and the other is not it would be as reasonable to conclude that 
other forms of soluble nitrogen were being used up by the flowers in case 
of the short day plants. Consequently these forms should be lower in 
amount in the stems. The point of especial interest is that total nitrogen 
and carbohydrate remain practically the same regardless of flowering. 
Returning again to table 7 it will be noted that even with the narrow 
range of carbohydrate there is a definite increase with day length. The 
ability to flower is not associated with a decrease in carbohydrates since 
plants grown in Greenhouse I in 1926 with six hours of supplementary 
light did not flower with carbohydrate at a low value of 14.48 percent. 
In the 1927 series plants in one of the control greenhouses near the gantry 
crane house did not flower on account of diffuse light reaching these pots 
each night. The illumination value was less than ten foot candles. The 
analyses of these plants appear in table 8. The total carbohydrate per- 
centage was 20.23. Similar plants in the control house farthest away 
from the crane received a much lower intensity of diffused light and did 
not flower. Analyses of these plants are given in table 8. The total 
carbohydrate percentage was 17.93. The analyses of salvia plants grown 
in the greenhouse with six hours of additional light each night from January 
until October and December are of interest. These plants were prevented 
from flowering during this entire period, while control plants flowered in 
the greenhouse in March, April, September and October. The carbohydrate 
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and nitrogen fractions showed very little change at the end of this exposure, 
as is indicated in table 7. 

The variation of various fractions of carbohydrate and nitrogen con- 
stituents of salvia plants on different day lengths are shown in table 8. 
The 1926 series was grown at a temperature of 68° F. as compared with 
78° F. in the 1927 series. Weight per plant is maximum on a 12 hour day 
in the low temperature series as compared with a 19 hour day in the high 
temperature series. Salvia grows better at the higher temperature. The 
data show an increase in the weight per plant, total carbohydrates, and 
nitrogen in those grown at the higher temperatures as compared with the 
low temperature series. The increase in nitrogen appears in both the 
soluble and total fractions. The increase in carbohydrate is mainly in the 
acid hydrolyzable and sucrose fractions. Total carbohydrate increases 
with day length and nitrogen decreases in both the 1926 and 1927 series. 
An especially noteworthy characteristic of this plant is the ability to 
maintain a high total carbohydrate value on a five and seven hour day, 
resulting in a comparatively narrow range in percentage carbohydrate 
between a five and a 1g hour day. 

The data from the analyses of buckwheat plants grown on various day 
lengths are especially interesting (table 9). This plant flowers on all day 
lengths from five to 24 hours (fig. 7). The height varies from about 18 
inches on a five hour day to 52 inches on a 19 hour day. Total carbo- 
hydrates increase and total nitrogen decreases from a five to a 24 hour 
day. Total nitrogen usually decreases to less than one percent of the dry 
weight on a 24 hour day. The weight per plant increases regularly with 
day length up toa 1g hour day. A corresponding increase is not maintained 
up to continuous 24 hour illumination. The leaves of the 24 hour day 
plants show considerable injury as compared with the 17 hour day plants, 
but buckwheat in contrast to tomato, is able to continue to grow and 
flower on a 24 hour day. The injury from continuous light consists in 
the slight dying back of the leaf margins for a short distance and as the 
inner region of the lamina continues to grow the margin has a tendency to 
turn upward producing a shallow cuplike appearance. This effect can be 
seen in text figure 7 on both the 19 and 24 hour day plants. 

Data have already been presented showing that the percentage compo- 
sition of total nitrogen and total carbohydrate has little effect on flowering 
in the species of long and short day plants studied or in the everblooming 
types. In general, the percentage of carbohydrates increases with length 
of day where light intensity is high accompanied by a decrease in nitrogen. 
Flowering is initiated by a long or short day depending upon the species 
or variety, and is independent of the percentage composition of total 
easily available carbohydrates. In other species, like buckwheat, flowering 
is not affected by either day length or carbohydrate composition. Garner 
and Allard (5) have shown that day length effects are localized in each 
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branch of the plant. Knott (11) has shown further that the effect in 
cosmos is probably restricted to a few cells at the growing point of each 
branch. The effect of light in initiating flowering may be directly upon 
the protoplasm of the cells at the growing point with no resulting change 


TABLE 9. Everblooming Plant. Carbohydrate-nitrogen Relation in Buckwheat which 
Flowered on All Lengths of Day. Whole Aérial Portion 


Treatment of Plant and Number of Days Total Carbo- Total Ni- Carbohydrate | Weight per 
in Growth Conditions moe Di wane Nitrogen eee 
(1) 12 hour day, 23 days—1924.... 17.56 2.61 6.7 it 
(1) 17 hour day, 23 days—1924.... 29.90 1.93 15.4 33.6 
(1) 19 hour day, 23 days—1924.... 28.62 2.08 14.0 29.0 
1) 24 hour day, 23 days—1924.... 35.06 1.68 21.2 27.4 
(1) 17 hour day, 65 days—1924.... 28.49 .80 35.5 143.0 
I) 24 hour day, 65 days—1924.... 28.49 46 62.0 104.0 
Control greenhouse, 40 days—1925. 17.99 B72 4.8 16.1 
(4) Greenhouse 1, 33 days—1925... 17.10 3.16 Som Ane 
5) Greenhouse 2, 33 days—1925... 32.36 .98 33.0 78.8 
2) 3 hour day, 69 days—1g25.... 15.84 3-44 4.6 3.5 
(2) 12 hour day, 33 days—1925.... 19.80 By 6.2 20.9 
(2) t7 hour day, 33 days—1925.... 38.35 1.42 DG 6 42.6 
(2) 19 hour day, 33 days—1925.... 36.29 iii BONG 56.8 
(2) 24 hour day, 33 days—1925.... 39.41 1.16 33.8 = 
Control greenhouse, 58 days—1926. 2a is 3.05 en 1S 
(4) Greenhouse 1, 58 days—1926... 27.62 22s 128 B27 
(5) Greenhouse 2, 58 days—1926. .. 37.19 1.08 34.5 47.2 
(3) 5 hour day, 58 days—i926.... 25.44 3.39 eS BP) 
(3) 7 hour day, 58 days—1926.... 32.93 2.74 12.0 ei 
(3) 12 hour day, 58 days—1926.... 32.10 2 ial 15.2 12.5 
(3) 17 hour day, 58 days—1926.... Aylin 1.01 31.0 31.6 
(3) 19 hour day, 58 days—1926.... 33.26 Tales 28.8 48.5 
(3) 24 hour day, 58 days—1926.... 36.93 .98 36.6 24.5 
Control greenhouse, 64 days—1927. 7.94 3.16 Oa) Hos! 
(6) Greenhouse 2, 64 days—1g27... 35.57 84 Ais 45.4 


(1). Grown in constant-light room with artificial light entirely and with glass-water 
filter. Temperature 78° F. Average illumination about 450 f.c. on soil. 

(2). Grown same as (1) except average illumination about 800 f.c. on soil. 

(3). Grown same as (1) and (2) except temperature 68° F. and average illumination 


1200 f.c. 

(4). Greenhouse 1 daylight plus 6 hours from the gantry crane each night. Tempera- 
ture in 1925 experiments 78° F. in 1926 68° F. 

(5). Greenhouse 2 same as (4) except extra CO» concentration .3 percent. 

(6). Greenhouse 2 in 1927 received 12 hours artificial light, otherwise same as (5). 


in composition which may be detected by chemical analysis. Knott has 
shown that the change from the vegetative to flowering condition in spinach 
and cosmos‘is accompanied by a decrease in catalase at the terminals. 
Whether the decrease in catalase is a cause of flowering or is only associated 
with the beginning of flower production is still in doubt. It is believed, 
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however, that a study of enzyms or other substances present in very small 
amounts in the growing tips or elsewhere offers much more promise than 
gross carbohydrate and nitrogen fractions in various plant organs, in 
explaining the mechanism of light in initiating flowering and fruit production 
in the plant. Since some correlations have been found in a few species 
between tuberous root formation and the initiation of flowering, a search is 
in order for specific substances or stimuli accomplishing such correlation 
between root and tip of stem. 


Carbohydrate-Nitrogen Ratio in the Tomato 


Starting with the work of Kraus and Kraybill (13) considerable study 
has been made of the carbohydrate-nitrogen relation in the tomato plant. 
These authors conclude that plants grown with an abundant supply of 
available nitrogen and the opportunity for carbohydrate synthesis are 
unfruitful, high in moisture, total nitrogen, and nitrate nitrogen, and low 
in reducing substances, sucrose, and polysaccharids. Fruitfulness, they 
found, was associated neither with highest nitrates nor highest carbo- 
hydrates, but with a condition of balance between them. Plants grown 
with a low nitrogen supply were found to be unfruitful, low in moisture and 
total nitrogen, and high in carbohydrates. 

In the present study the same soil mixture was used in all studies with 
tomato plants, except where an attempt was made to induce recovery in 
tomatoes injured by exposures to continuous illumination. This will be 
discussed later. The soil mixture contained about one-fourth manure and 
the usual nitrate, potash, and phosphate salts which gardeners normally 
use to make up a good greenhouse soil. It is believed that the plants had 
all the nutrient salts which they could use during their growth period. 
All plants were grown in two-gallon glazed stoneware jars, except those 
on short tests of one to two weeks. This gave the roots ample space to 
produce full grown plants with many fruits. 

The effect of various lengths of day on the carbohydrate-nitrogen 
fraction of tomato plants is shown in table to. Carbohydrates increase 
with day lengths up to a 17 hour day, show no further increase on a 19 hour 
day, and a decrease on the 24 hour day. The 24 hour day plant had in 
each case become almost completely defoliated before these samples were 
taken. Total nitrogen decreases steadily with increasing day length up 
to a 17 hour day where it reaches a minimum of about one percent of the 
dry weight of the plant. The carbohydrate-nitrogen ratio increases with 
day length up to 17 or 19 hours. The plants set fruit on all day lengths 
from seven to 19 hours but did not fruit on either five or 24 hour day. 
In contrast to the observations of Kraus and Kraybill (13) it-is seen that, 
under the above conditions, the ratio of carbohydrate to nitrogen has 
little to do with fruiting in the tomato. Fruiting is here taken to mean 
the setting and continued growth of three or four fruits per plant. High 
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. TABLE Io. Carbohydrate-nitrogen Relation in Tomato Plants Grown With Various Lengths 
of Day. Analyses of Whole Plants Except Roots and Fruits 


Treatment of Plant and Numb f Days = ie i 
in Growth Conditions | hydrate oe, | GotalNi- | Carbohydrate | Weight per 
Dry Weight Dry Weight e Grams 
Control greenhouse, 62 days— 
LO 240 Hicewe aero agra Wha 10 19.14 2.35 8 
5 hour day, 62 days—1924........ 14.88 As ne ae 
7 hour day, 62 cays——TO24 Bess. 19.07 2.52 a5 312 
12 hour day, 62 days—1924 F...... 25.43 222 11.4 528 
17 hour day, 62 days—i1924 F...... 31.83 1.85 2 723 
19 hour day, 62 days—to24 F...... 33.84 eve 19.1 634 
24 hour day, 62 days—iIg24........ 20.45 2.82 We 139 
Control greenhouse, 40 days— 
1S) tal sea: Co ar Le, ae A 20.53 2.46 8. 6 
5 hour day, 70 days—ig25........ 19.95 4.31 he ae 
7 hour day, 70 days—1925 F...... 14.10 3.45 4.1 444 
12 hour day, 70 days—1925 F...... 33.00 1.09 30.0 602 
17 hour day, 70 days—1925 F...... 34.94 1.16 30.0 569 
19 hour day, 70 days—1925 F...... 31.94 1.45 22.0 487 
24 hour day, 70 days—1925........ 1.24 B74 — Tei 
Greenhouse 1, 70 days—1925 F..... 25.75 1.34 19.2 780 
Greenhouse 2, 70 days—1g25 F..... 34.02 1.35 PIS Ti 1433 
Greenhouse 2, 34 days—1926...... 29.61 4.34 6.8 70 
Greenhouse 1, 63 days—1926 F..... 21.82 1.88 DIS 512 
Greenhouse 2, 63 days—1926 F ..... Byee3 .96 39.0 471 
12 hour day, 34 days—1926........ 29.84 3.56 8.4 86 
17 hour day, 34 days—1926........ Bye 2.29 16.3 149 
19 hour day, 34 days—1926........, 17.69 3.29 5.4 147 
5 hour day, 63 days—1926........ 9.84 5.29 1.9 20 
7 hour day, 63 days—1926........ 17.15 3.83 4.5 43 
12 hour day, 63 days—1926 F...... 25.45 1.27 20.0 261 
17 hour day, 63 days—1926 F...... 43.64 .96 45.5 278 
19 hour day, 63 days—1926 F...... 34.61 1.09 Bey, 215 
24 hour day, 63 days—1926........ 11133 4.35 2.6 29 
F. Fruiting. 


5 to 24 hour day plants grown in constant-light room with artificial light entirely 
and with glass-water filter. 1924 series temperature 78° F. and illumination about 450 f.c. 
1925 series same temperature but illumination about 800 f.c. 1926 series grown at 68° F. 


and illumination about 1200 f.c. 
Greenhouses I and 2 received 6 hours illumination each night from the gantry crane. 


Temperature for respective years same as 5 to 24 hour day plants. Greenhouse 2 also 
received extra CO, at about .3 percent concentration. 


carbohydrate accumulation results in a rapid depletion of nitrogen fractions 
in tomato. This agrees with the observations of Kraus and Kraybill. 
High carbohydrate accumulation does not, however, result in a condition 
of unfruitfulness where soil nitrogen is available. No study has been 
made in these experiments of the ability of the tomato plant to absorb 
nitrate nitrogen. It is possible that this plant may absorb sufficient nitrate 
to produce unfruitfulness under ordinary greenhouse conditions. It is also 
possible that when grown in sand with limited nitrate supply a condition 
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of unfruitfulness may be produced. This condition might also be produced 
by growing plants with a shortage of other mineral nutrients. The weight 
per plant increased with day length up to a 17 hour day in the case of 
those plants grown in the constant light room in the 1924 series. The 
weight of the 19 hour day plants decreased slightly. In the 1925 series 
with intensity almost twice as high the injury was greater on the long 
days of 17, 19 and 24 hours so that the greatest weight was produced on a 
12 hour day. As the intensity increases the length of day for maximum 
growth decreases in case of the tomato plant. At the low intensity of 
1924 even the 24 hour day plant produced considerable increase in weight 
before it had lost much of its leaf tissue. The weight per plant produced 
in the 1926 series is not comparable since this series was grown at a lower 
temperature (68° F.) which is not favorable to tomato. The weight of 
tissue produced at all day lengths at the low temperature is much lower 
than either the low intensity series of 1924 or the high intensity series of 
1925. The 1926 series was also grown at a higher light intensity, 1200 
foot candles. This operates to cause a decrease in weight produced at all 
of the longer day lengths. The amount of injury therefore depends both 
upon intensity and day length. The greatest weight produced during 
these experiments was that in Greenhouse 2 in 1925 of 1433 grams per 
plant in 70 days. These plants were grown with daylight supplemented 
by six hours each night from the crane with about ten times the normal 
carbon dioxid concentration. This combination of light produced very 
little if any leaf injury. Each plant produced from six to ten large fruits 
some of which were ripening when sampled. The ratio of total carbohydrate 
percentage to total nitrogen percentage was 25.1. 

In the first experiments at low light intensity in 1924 it was evident 
that tomato plants would not withstand continuous illumination. After 
the plants had been in the condition 20 days only a few small leaflets at 
the terminals remained alive. Those plants grown on a 19 hour day in 
this series retained practically all of the leaves produced, all remained 
green and presented a normal appearance although they grew tall due to 
the low intensity. With higher intensities in 1925 and 1926 the 24 hour 
day plants showed the first signs of injury in about five days and after 
four weeks not a green leaf was left on any of the plants. The 19 hour 
day plants developed the injury more slowly and managed to maintain 
several green leaves all during the experiment but the older leaf tissue was 
injured severely. The 17 hour day plants at the higher intensity also 
appeared to be slightly injured, and from the data on weight per plant in 
table ro it is evident that both the 17 and 19 hour day plants were injured. 

Ot the plants grown in these experiments the tomato is the most sensitive 
to high light intensity in combination with a long day. Many plants will 
withstand continuous illumination with little apparent injury, others are 
much more susceptible. These will be discussed later. 
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4 
A close-up photograph of a leaf from the tomato plant in Fic. 10, 


TEXT FIG. 9. 
TExT Fic. 10. A tomato plant 


showing the necrotic areas developing along the veins. 
kept under continuous illumination (24 hour day) in the constant-light room in 1927 for 
The lower leaves are yellowing while the younger leaves around the terminal 


six days. 
TEXT Fic. 11. Tomato plants grown 


have a tendency to curl back toward the main stem. 
in the constant-light room on 17 and 24 hour days, in the control greenhouse (House 1) 
and in the gantry crane greenhouse on a combination of daylight supplemented by 12 hours 
artificial light each night (House 2). Both the 24 hour day and House 2 plants have many 
yellowing leaves due to continuous illumination. In conditions 20 days. Text Fic. 12. 
Cabbage plants grown in the constant-light room on 5, 7, and 17 hour days in 1925 showing 
the buckling and splitting of leaves on the long days when grown under a fixed light source. 


The 5 hour day leaves tend to remain flat. 
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Further Experiments on the Injury to the Tomato Plant of 
Continuous Illumination 


Further experiments were made in 1926, 1927, and 1928 to determine a 
possible mechanism of injury of long days on the tomato plant. It was 
found that the first signs of injury appeared in five to seven days under 
continuous illumination. The leaves usually became faintly mottled with 
necrotic areas developing along the veins. Text figure 9 illustrates such a 
leaf from a plant under continuous illumination for six days. The leaves 
turn downward and backward toward the stem and slowly die back until 
after two or three weeks of exposure only a few small terminal leaves 
remain. Figure 10 shows the characteristic appearance of a tomato plant 
after six days of continuous illumination. The leaf shown in figure 9 
was taken from this plant. New leaves appearing at the terminal become 
smaller and smaller until finally the whole plant dies if the intensity is 
kept sufficiently high. Since considerable amounts of carbohydrate 
accumulated on the long days of the 1924, 1925, and 1926 experiments it 
was at first thought that they accumulated in the leaves so much more 
rapidly than they could be translocated or used that this might account 
for the long day leaf injury. The chemical composition of whole plants 
grown for 63 days in continuous illumination in 1926 is given in table II, 
part 1. In part 2 of this same table is given an analysis of stems and 
leaves grown at the same time but sampled after only seven days of con- 
tinuous exposure, when the injury was just appearing. These plants were 
all young and vigorously vegetative. It will be observed that in part 1, 
percentage total carbohydrates increase with day length up to a 17 hour 
day and percentage nitrogen decreases in old plants that have been kept 
under artificial illumination for 63 days. In part 2 the leaves of 24 hour 
day plants are much higher in total carbohydrates and lower in total 
nitrogen than control plants grown in the greenhouse. Analyses of stems 
and petioles gave a similar increase in carbohydrate but less in magnitude. 
If the injury developed as a result of an accumulation of carbohydrates it 
should be feasible to choose a light intensity which would not permit of 
any accumulation and in this way protect the plants. Plants were therefore 
grown in the light room on different intensities, using two 1500-watt lamps 
without filters and placing the plants at various distances from the lamps. 
Analyses of plants so grown at various intensities are given in table 11, 
part 2. All of the plants in this table showed the typical long day injury 
except the controls grown in the greenhouse with daylight only. It will 
be seen that at an illumination of 150 foot candles carbohydrates do not 
accumulate in the leaves and that the total carbohydrate is less than in 
those grown in the control greenhouse during March, yet the injury develops, 
although more slowly. At 400 and 700 foot candles the injury develops at 
the usual rate so that after about three weeks’ exposure the plant is almost 
completely defoliated. Total carbohydrates at 400 foot candles are at a 
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slightly lower level than in greenhouse plants, while at 700 foot candles 
(without a filter) the carbohydrates are at about the same level. The 
analysis of plants grown with daylight 12 hours supplemented by artificial 
light 12 hours from the gantry crane making a 24 hour day (Greenhouse 2, 
1927) are included in this table. These plants showed an injury very 
similar to those growing under continuous artificial illumination in the 
constant-light room although not as severe. Tomato plants will not 
withstand a 24 hour day, 12 of which is sunlight. The rate of development 
of the injury, however, is decreased considerably by 12 hours of daylight 
in the combination. This is shown in text figure 11. The 24 hour all 
artificial light plant is more severely injured than the plant from Green- 
house 2. Both have been illuminated continuously since January 28, 
but the plant marked ‘‘ House 2”’ received 12 hours of sunlight each day. 
Both plants have yellow leaves. The picture was taken on February 19, 
after the plants had been in the conditions 22 days. In table 1o it will 
be seen that total carbohydrates represent over 50 percent of the dry 
weight of leaves grown either on a combination of 12 hours daylight plus 
12 hours artificial light, or on a 24 hour day of artificial light only at about 
1300 foot candles. The total green weight of plant tissue at the end of 
seven days’ exposure was as follows: Control greenhouse, 435 grams; 24 hour 
day, all artificial, 613 grams; 24 hour day, 12 of which was daylight, 497 
grams. Twelve plants were used in each case. All plants grew approxi- 
mately 4.5 inches in height during the experiment. It is evident, therefore, 
that the plants grow and increase in weight even in continuous illumination 
for short exposures. That they do not continue to do this is no doubt due 
to the breaking down of the mechanism of photosynthesis rather than to 
too great an accumulation of the products of this process. 

To date no records have been found on the growth of tomato plants 
with continuous sunlight in the arctic regions. It would be interesting to 
know whether similar injuries develop in tomato plants grown under such 
natural conditions. The energy value in the constant-light room calcu- 
lated at 0.3 gram calory per square centimeter per minute amounts to 
approximately 12,960 gram calories per month of 30 days. The total for 
the month of solar and sky radiation as published by the New York Ob- 
servatory for June 1929 was approximately 11,903 gram calories. The 
two energy values are similar but as already pointed out the spectral 
distribution is in no way comparable. The glass-water filter in the constant- 
light room absorbs practically all radiation of wave length longer than 
1400 mu so that the total energy value of 12,960 gram calories includes 
only the visible region and the near infra-red of wave length shorter than 
1400 My. ; 

Work already mentioned (3) has shown that sunlight has a much higher 
percentage of the total energy value in the visible region than the tungsten 


filament lamp. Since the plant uses only the energy in the visible region 
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and near ultra-violet for photosynthesis it is probable that the total available 
energy in the constant-light room per month is less than June sunlight. 
There is a considerable difference in the constancy of sunlight as compared 
to artificial light. Sunlight varies widely from minute to minute whereas 
the main variation in the artificial light source is brought about by the 
slight voltage changes of the current supply causing only insignificant 
fluctuations in light intensity. These differences in the two light sources 
can not be considered as causal agents of the injury produced by continu- 
ous artificial illumination on plant tissue since it is not known whether 
continuous sunlight of similar intensity will produce a similar injury. 

Guthrie (6) found that chlorophyll and carotinoids decreased in the 
leaves of tomato plants exposed to continuous illumination. The a to D 
chlorophyll ratios and the carotin to xanthophyll ratios were lowered. 
In the case of chlorophyll, a decreased faster than 6. A brown pigment, 
associated with a state of disturbed metabolism within the plant, increased 
under these conditions. It is not known whether these facts are the cause 
of the breaking down of the plant or only associated with it. The fact 
that there is a shift in the a@ to 0 ratio is especially interesting since this is 
normally a constant under a great range of conditions. 

It is interesting to note that 12 hours of daylight in the total 24 hour 
light exposure per day (Greenhouse 2) decreases the severity of the injury 
to tomato plants but does not entirely eliminate it. During the 1927 
experiments an attempt was made in the constant-light room to produce 
an artificial light source comparable with sunlight in spectral distribution. 
Three 25-ampere white flame carbon arc lamps were used in one corner of 
the room with 22 1500-watt incandescent lamps uniformly distributed over 
the rest of the ceiling of the room. The glass-water filter was used to 
absorb the infra-red. Tomato plants were placed on the growing benches 
immediately under the arc lamps. The injury developed a little more 
slowly in this case but the final result was the same as had been found where 
all incandescent filament lamps had been used. The plants died in about 
four weeks. White flame arc lamps furnish a better light source for growing 
plants on account of the quality of radiation produced, but owing to the 
difficulty of maintaining these lamps they are at present impractical. 
When the arc is not protected against rapid oxidation by a glass globe 
the lamp must be trimmed frequently; in the present experiments at two 
hour intervals. When the glass globe is used to increase the life of the 
carbons cerium fluorid and other metallic salts from the cores of the 
carbon deposit on the inner wall of the globe and produce a rapid decrease 
in the light output. Four mercury vapor arcs in glass tubes were also 
used in this study along with 25 1500-watt filament lamps’ to increase the 
blue component in the light source. Probably on account of the low 
energy value of the output from the mercury lamps no visible benefit 
was observed either on tomato plants or other plants grown in the room. 
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It should be noted that on account of the extreme ultra-violet radiation 
produced by some arc lamps these lamps should not be used for growing 
plants without a glass filter, unless the possibility of injury has been care- 
fully tested. The injury of the ultra-violet region beyond the limits of 
sunlight has been discussed in another paper (1). The intensity and wave 
length of the ultra-violet produced by open arc lamps depends upon the 
material mixed with the carbon or the material of the core in case of cored 
carbons, as well as upon amperage and other factors. 


Chemical Composition of Various Species of Plants Grown 
Under Different Conditions 


Chemical Composition of Cabbage 

Cabbage, variety Early Jersey Wakefield, was grown with various 
lengths of day in the 1924, 1925, and 1926 experiments. The chemical 
analysis of these plants is given in table 12. Where the plants were grown 
entirely with artificial light weight per plant increased with day length 
from five hours to 17 or 19 depending upon light intensity and temperature. 
Cabbage grew best at the higher temperature, 78° F., in 1925 on a medium 
light intensity, 970 foot candles. Plants growing on seven to 24 hour days 
produced heads. The best head was produced on a 17 hour day in the 
1925 series. Five, seven, and 17 hour day cabbage grown with artificial 
light entirely are illustrated in text figure 12. All plants grown on day- 
lengths greater than seven hours of artificial light in this series produced 
warped and wrinkled leaves which later split in many places as they con- 
tinued to grow. The seven hour day plant in its later stages of growth 
had some tendency to do this. The leaves of the five hour day plant 
remained perfectly smooth and flat during the experiment. As light 
intensity decreased the tendency to warp moved up into the longer day- 
length (19 and 24 hours). In the 1924 experiments plants grown at 300 
foot candles without extra CO: produced smooth flat leaves on five, seven, 
12, and 17 hour days. The mechanism of the splitting is apparently the 
unequal growth in different regions of the leaf lamina. It did not occur 
in any of the experiments where sunlight was used as part of the source 
of illumination. This may be due to the effect of a fixed source of light. 
Since cabbage leaves are almost perfectly rigid and are not able to orient 
themselves so as to vary the angle of incidence the rays from a fixed light 
source always strike parts of the leaf in the same place. This may result 
in a more rapid growth in certain spots of the leaf lamina, due to growth 
where food is most abundant. It appears also that the translocation of 
food in this species is mainly toward the midrib of the leaf and rarely from 
the center of the leaf toward the margin since otherwise the leaf margins 
would grow as rapidly as the rest of the leaf even if all photosynthesis 
took place in the center of the lamina. When illuminated with sunlight 
the angle of incidence is always shifting as the angle of the sun changes 
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resulting in different regions of the leaf lamina being illuminated more 
strongly at different times. 

The percentage total carbohydrate in cabbage plants increases, and 
percentage total nitrogen decreases with day length from a five to a 19 hour 
day as shown in table 12. Percentage carbohydrates usually decreases on 
continuous illumination. The plant grows well on continuous illumination 
but reaches maximum tissue production on a day length of about 19 hours 
As compared with control plants growing in the greenhouse with normal 
daylight during the period of the experiments both the carbohydrates and 
weight per plant are generally higher when normal light is supplemented 
by six hours of artificial light at night, making about an 18 hour day. 
There is a further increase in these two values in Greenhouse 2 which was 
given both additional light and carbon dioxid. The percentage composition 
of simple carbohydrates in cabbage was more than doubled on a 19 hour 
day as compared to a five hour day. The caloric value of such a food is 
greatly increased by growing it on a long day. This plant, normally 
considered as only a filler in an animal diet or at best a source of mineral 
salts and vitamins can be grown so that it has considerable fuel value 
as well. 

Red Clover 


Red clover grows exceptionally well on an 18 hour day in the gantry 
crane greenhouse, especially when the CO, concentration is increased. 
It was grown from seed to flower in the brief period of 38 days, in both the 
1925 and 1926 series. Text figure 13 shows red clover plants flowering 
on April 9 in both Greenhouse 1 and 2 from seed planted February 28, 
1925. Text figure 14 shows the same series on May 8 when the plants 
were 69 days old. A remarkably good crop of clover hay was produced 
in Greenhouse 2 in this brief space of time. It would take two seasons’ 
growth to produce this in ordinary agricultural practice. The control 
plants did not flower during the experiment. The plants grew much 
better in the 1925 series at 78°. The 1926 series with a lower temperature, 
68°, and a higher light intensity on the 24 hour day gave a much poorer 
growth. The control and Greenhouse 2 plants grown in 1927 were started 
a month earlier (January 28) and on account of the lower solar intensity 
in February did not grow as rapidly. While clover grows well even with 
continuous illumination the 24 hour day plant is in general no better than 
an 18 hour day plant. Carbohydrates and weight per plant at favorable 
temperatures are both increased by supplementing daylight with six hours 
of artificial light from the gantry crane. The chemical analyses of plants 
grown in 1925, 1926, and 1927 are given in table ae Additional carbon 
dioxid (Greenhouse 2) produces a further increase in both weight and total 


carbohydrates. 
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Soy Bean 


Four different varieties of soy beans were grown in the control and 
gantry crane greenhouses in the 1925 series, Mandarin, Peking, Tokio and 
Biloxi. Garner and Allard (4) observed that these varieties flowered on 
the following dates when grown outdoors in Washington, D. C.: Mandarin 
on June 15; Peking on July 10; Tokio, August 1; and Biloxi on September 1. 
In the present experiments Mandarin flowered and set fruit both in the 
control and in the greenhouses with supplementary light. Peking flowered 
and set fruit only in the control while Tokio did not set fruit under any of 
the conditions but flowered in the control greenhouse. Biloxi flowered and 
set a few fruit in the control and also in Greenhouse 2 with both extra 
light and carbon dioxid during the last few weeks of the experiment. The 
last observations were made on May 29, 1925, when the plants were gI 
days old. It is not known whether the other varieties would have flowered 
in other conditions if the experiment had been continued. Since only a 
few plants were grown and fruiting does not occur in all individuals, the 
data on day length at which these varieties will flower are not conclusive. 
Biloxi, Mandarin and Tokio varieties grew to a height of over 40 inches 
during this time. The data from the chemical analysis of the four varieties 
are presented in table 14. It will be observed that weight per plant and 
total carbohydrates in general increase on the longer day in Greenhouse 
I and 2, and again in House 2 as compared with House 1. Total and 
soluble nitrogen and moisture decrease in the same direction. 


Cucumber 


Cubumber plants were grown with additional light and carbon dioxid 
in the 1925, 1926, and 1927 experiments. This plant was greatly favored 
by the higher temperatures in the 1925 and 1927 experiments. As compared 
to the control plants it produced more than twice the amount of tissue 
with additional light and gas. The increased rate of growth with additional 
light and gas is shown in text figures 15 and 16. The first picture was 
taken when the plants were one month old and the second, nine days later. 
The plants growing in Greenhouse 2 in 1925 attained a height of 36 inches 
in 30 days from the time the seed was planted. Fruits were setting in 
35 days. In the last few weeks of the experiment the leaves yellowed 
considerably in Greenhouse 2. It was thought that this might be due to 
a shortage of nitrate nitrogen were carbohydrates were being built up too 
rapidly since leaves of the control plants remained dark green in color. 
In the 1926 and 1927 experiments some of the plants were given 2.5 to 
five grams of sodium nitrate each week for four weeks. This was effective 
in maintaining a dark green leaf color in all of the plants growing in the 
different conditions. Such high concentrations of nitrate stunted the 
growth of plants in the control as compared with Greenhouse Oat which 
the plants were grown with extra light and carbon dioxid. The weight 
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per plant as well as the chemical analysis of these plants is given in table 15. 
It will be observed that nitrate greatly reduced both the weight per plant 
and the total carbohydrate produced in most cases. 

In contrast to the results with salvia, cucumber was found to absorb 
nitrates rapidly enough to increase the total nitrogen content considerably. 
This was especially true in case of the plants growing with extra light and 
carbon dioxid where total nitrogen was low and carbohydrate high. The 
controls did not absorb nitrate appreciably, but they were already high in 
this fraction. The application of nitrate to the soil in the case of cucumber 
results in a definite increase in total nitrogen where the nitrogen reserve 
has been depleted due to accumulation of carbohydrate material. There 
was no outstanding effect on flowering and fruiting where plants were fed 
additional nitrate except where leaf injury developed due to the toxicity 
of high concentration of this salt. Hand pollination was used to induce 
setting of fruit. Too few plants were grown in these experiments to judge 
relative yields accurately but plants grown with additional light and CO, 
produced larger fruit. Total carbohydrates and weight per plant increased 
with both additional light and with higher concentrations of carbon dioxid. 


Potato 


Potatoes of the Irish Cobbler variety were grown both in the gantry 
crane greenhouse and in the constant-light room in 1925, 1926, and 1927. 
The results of these experiments are of especial interest since the potato 
is known to be a low temperature plant. The grains, barley and spring 
wheat, are also commonly considered to be low temperature plants. Grains 
in general were found to grow well and yield well in these experiments, 
even at a comparatively high temperature (78° F.) if additional light and 
carbon dioxid is supplied. In general, many species of plants will give 
higher yields at a higher temperature when additional light and carbon 
dioxid are supplied. Tuber production in the potato in contrast with this 
seems limited to a low temperature. High temperature produced weak- 
stemmed bushy plants and little or no tuberization, although weight 
produced of the aérial portion at high temperature was usually greater 
than at low temperature. Text figures 17 and 18 show potato plants 
grown with a high temperature of 78° F. in 1925 together with the respective 
yields. Tubers marked + in text figure 18 are mother-tubers. Figures 19 
and 20 show potato plants grown at a low temperature of 68° F. in 1926 
and the respective yields. 

Various opinions have been recorded on the effect of both day length 
and temperature upon tuberization of the potato. Garner and Allard (4) 
have given a considerable discussion of the literature on the subject and 
have added their own observations. They found that McCormick potatoes 
growing in a greenhouse during the summer did not tuberize on a long day. 
The temperature was comparatively very high in these experiments. 
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Text Fic. 17. Irish Cobbler potato plants. Left to right, grown with daylight plus-6 
hours of artificial light each night from the gantry crane, the same except extra carbon dioxid, 
control on normal greenhouse conditions, and 24 hour day or continuous artificial illumination 
in the constant-light room. Temperature 78° F. Text Fic. 18. Shows the yield of tubers 
from the plants in Fig. 17. The tubers marked + are all mother tubers. TrExt Fic. t9. Same 
series as F1G. 17 except grown at a lower temperature, 68° F. Arranged in different order 
from Fic, 17. Left to right, control, gantry crane + extra carbon dioxid (House 2), the same 
except no extra gas (House 1), 24 hour day all artificial light and greenhouse plus scrubbed flue 
gas as a source for carbon dioxid. The plants with long days and extra gas flowered especially 
well. Text Frc. 20. Shows the yield of tubers from plants grown at low temperature, FIG. 
19. Long days, including continuous illumination greatly favors high yield of tubers at low 
temperature. TEXT Fic. 21. Barley grown at a high temperature, 78° F. The two pots of 
plants at left were grown in the control greenhouse, two at center in the gantry crane greenhouse 
with daylight plus 6 hours supplementary lighting plus a higher concentration of carbon dioxid, 


the two right same as center except no extra gas. Text Fic. 22. Barley grown at a low tem- 


perature, 68° F’., in the constant-light room on 5, 7, 12, 17, 19, and 24 hour days. The plants 


‘marked control at right were grown under ordinary greenhouse conditions at the same temperature. 
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When grown outdoors and exposed to different day lengths, tuberization 
of this variety increased with day length up to a 13 hour day but fell away 
slightly on full day length. They conclude from these experiments that 
a very long day tends to direct the activities of the plant toward vegetative 
development. With a somewhat shorter day the tendency is toward 
sexual reproduction and moderate tuber formation and with further 
shortening of the day seed development fails and there is a tendency toward 
tuber formation. McClelland (15) found that weight of tops increased 
with day length in three varieties of potatoes. Tuberization varied with 
variety. Irish Cobbler produced a greater weight of tubers on a short 
day of ten hours as compared to a 15 hour day. Maximov (14) concluded, 
from his experiments, that all varieties of Russian potatoes increased 
tuberization with shortening of the days. Bushnell (2) found, along with 
many previous workers, that size of leaf and amount of tuberization de- 
creased with increasing temperature. This, he concluded, was due to the 
high respiration rate at higher temperatures which used up carbohydrates 
too rapidly to admit of any storage in tubers. 

The results of a chemical analysis of the whole aérial portions of potato 
plants grown in the 1926 and 1927 experiments are given in table 16. 
Photographs of both plants and tubers produced in the 1925 and 1926 
series are shown in figures 17, 18, 19, and 20. The weight per plant of the 
aérial portion was greater in the high temperature series grown in 1927 
(78° F.). Plants grown in the gantry crane Greenhouse 2 produced the 
greatest weight of top in 1927. This was an 18 hour day with additional 
carbon dioxid. Tuberization was very poor. The second highest in weight 
of tops was the 24 hour day grown in the constant-light room in 1927 at 
78° F. This plant produced only one tuber about one-half inch in diameter. 
The greatest yields of tubers were produced by the long day plants of the 
cool temperature series, Greenhouse 2 and 24 hour day plants. These 
plants produced medium to low weight of tops. Total nitrogen was low 
in the 1926 low temperature series as compared with the high temperature 
series while carbohydrates were slightly higher. The only conclusion 
which can be made from these data is that this variety of potato utilizes 
much of the carbohydrate produced at low temperature for tuber production 
and very little for growth of the aérial portion. With increasing day length 
and high light intensity more carbohydrates are formed and consequently 
more and larger tubers are built up. At higher temperatures much of 
the carbohydrate produced is diverted toward producing growth of the 
aérial portion and little is available for tuber building. Increasing light 
intensity and day length at high temperatures results only in producing 
more top. Ecologically this should mean that the largest yields of potato 
tubers are produced in northern latitudes where air temperature is cool, 
day length long, and light intensity high, assuming that soil and other 
factors remain the same. This is generally known to be the case, high 
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iatitudes producing much greater average yields of potatoes than equatorial, 
and higher altitudes greater yields than low altitudes. 


Small Grains 
Barley, wheat, and oats were grown in the control and gantry crane 
houses during most of the experiments. Barley was also grown on various 
day lengths in the constant-light room in the 1926 series. These grains 
were found to grow well even at a high temperature (78° F.) when both 
additional light and carbon dioxid were given. The grain yields in grams 
per pot of oats, barley and spring wheat (blue stem variety), were as follows: 


Oats Barley Wheat 
GontrolroreenhoOuseieiacis crass eens be 3.46 4.00 3.78 
(Green OUusetiaw ak Nr etn yw et ew eto em otal 1.00 Boils} 4.42 
Cree OUSC oe eee ee a beeen ctr ne 2.30 20.50 9.53 


A photograph of barley grown at a high temperature in the 1925 gantry 
crane series is reproduced in text figure 21. Plants grown at a low temper- 
ature in the constant-light room and control greenhouse in 1926 are shown 
in figure 22. 

The work of Walster (20) has already been mentioned. In brief he 
found that barley grown at a high temperature with high nitrate supply 
produced weak stems and a prostrate type of growth. The prostrate 
habit of barley grown at 20° C. in Walster’s work was no doubt produced 
by the low light intensity and short day conditions under which he worked. 
In the present experiments barley grew well and produced sturdy stems 
with comparatively high yields when grown continuously at 25° C. on day 
lengths of 17 to 19 hours (1925 series, fig. 21). When grown in the constant- 
light room on short days of five to 12 hours at 20° C. with an abundant 
supply of nitrogen a prostrate growth was produced. This is shown in 
text figure 22, a photograph of the 1926 series. 

The results obtained from the chemical analysis of barley is tabulated 
in table 17 while similar data for oats and wheat are given in table 18. 
The weight per plant of barley increases with day length up to a 19 hour 
day. Total carbohydrates increase in the same way up to a 24 hour day, 
while total nitrogen decreases with day length. Addition of nitrate to the 
soil makes little or no difference in the total percentage of nitrogen in the 
barley plant. When total nitrogen percentage in the plant is brought to 
a low value by an increase in carbohydrates, due to long days and extra 
CO, concentration, the nitrogen fraction is changed very little, if any, 
by the addition of sodium nitrate to the soil of barley plants. This plant 
is apparently able to limit nitrogen intake independent of the concentration 


of nitrate in the soil. 
In table 18 the analytical data for oats and spring wheat grown with 
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and without additional light and carbon dioxid is listed. Those plants 
receiving both additional light and carbon dioxid weigh much more and 
have greater amounts of carbohydrates as compared to the control plants 
growing in the greenhouse. The oat plants in the control house were just 
coming into head when sampled while those in Greenhouse 1 and 2 had 
been in head several days. The heads were discarded before sampling for 
analysis. The control wheat plants showed no sign of heading when 
sampled while those in Greenhouse 1 and 2 had been in head for some time. 

Text figure 23 illustrates oat plants (Clydesdale variety) grown at a 
high temperature in 1925 (78° F.). Figure 24 is a similar series grown at a 
low temperature in 1926 (68° F.). Those grown at the low temperature 
have stift straw and small leaves while those grown at the high temperature 
have larger and more succulent leaves with a more flexible straw. Those 
grown with extra light only (gantry crane house 2) in 1926 were shorter 
and weaker than those grown in the same house in 1925. 

Two varieties of winter wheat were grown, Turkey Red and Hybrid 
128, also spring wheat of the Blue Stem variety. Wanser (21) reported 
that winter wheat required a critical photo-period for jointing and a different 
photo-period for heading. Schafer, Gaines and Barbee (18) state that 
Hybrid 128 does not head when planted later than March 11, while Turkey 
Red planted in April will joint in October while Hybrid 128 will not. 

In these experiments Hybrid 128 always produced a few heads on an 
18 hour day in the gantry crane house and on a 24 hour day with continuous 
artificial light. Turkey Red did not head under these conditions but 
formed dense mats of vegetative growth. Spring wheat was always favored 
by long days and was grown from seed to head in 31 days in both the 
gantry crane house 2 and constant-light room in the 1925 experiments. 
Photographs of these plants are shown in text figures 25, 26, 27, and 28. 


Other Plants Grown 


Several other species of plants were grown in the gantry crane houses 
with supplemented light. Of these only tobacco and ragweed (Ambrosia 
artemistifolia) were analyzed. This data is presented in table 19, while 
photographs of these plants are reproduced in text figures 29 and 30. 
The ragweed is a short day plant. It flowered on April 21 after 54 days 
in the control greenhouse at a height of about 19 inches while it remained 
vegetative and did not flower in the gantry crane houses on an 18 hour 
day reaching a height of 40 inches and a weight more than twice as great 
as the control plants. The weight per plant and _ total carbohydrates 
increased with additional light and again with additional gas both with 
tobacco and ragweed plants. Total nitrogen decreased. This has been 
found to be true in general with most plants grown in these experiments. 

Several ornamental plants such as roses, sweet peas, snapdragon, petunia 
and nasturtium grew and flowered remarkably well with additional light 


593 


Nn 


CLIMAT 


ARTIFICIAL 


ARTHUR AND OTHERS 


‘(Aep inoy Fz) UoryeuTUIN]]! eoytz1e snonutjuos Aq A[qe1aptsuod painfur sea OsdeGo], ‘asnoyuses3 [o1WUOD 
pue ‘c asnoyuwaery ‘1 ssnoyusessy ‘Aep anoy Fz ‘WYyStt 0} Ya] “O09eqO} eURALTY “OL “OI LXA], “UOTIVIJUBOUOD seB [eWIOU OY YA I asnojy 
ur asoyy uLYyy ATprdes o1OUL M918 PIXOIP UOGIeD JO UO!ZeI}UBOUOD JoYySIY SUIATIOAI Z ASNOFT UT SJULTG *IYSIU yORa uoreurunyy! euoippe simoy 9 
padrsoat sjurfd 94} oY Z pue I Sasnoy Ul aAT}eYa99A Ure 0} AQUapUd} PUe IsNOYUaI3 [O1]UOS dy} UT SAep IOYS dy} UO SuLaMOV oy} Surmoys 
(DYOfUsnuatID DISOAQUY) PIeMBeY “6% “OI LXA], ‘SUOT}IPUOD ay} Jo Aue JapuN pay joU PIP ‘AjJoLIVA poy AdyInN ‘YeayM JOIUTN\\ “Sz “OT 
LX] “pees Wo1y plo sAep 99 sjUR[q “UOT}eI}UBIUOD PIxXOIp UOGIeS [eWIOU ay} pUe ZYSI] [eOYNIe Jo smoy g YIM I asnopy UI IO vsnoy 
-U99.18 JO1]UOS 9Y} UT pesy JOU prIp AJoLIVA SIU],  “UOTPeUTUINI]! SNONUTZUOD JopUN WOOT YSI]-JULISUOS BY} UTIO (Z asNOP{) PIXoIp UOgaed TeuOTIppe 
snd yy3t] Teoyrqe jo smoy 9g snid yysyAep YM UMOIS UIYM PRay 0} AOUspUd} oY} SuLMOYs ‘gzI pLqAy ‘JeoyM JOWUIAY “Lz “OI LXIT, 


S26) 
SAYa 


504. THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


and carbon dioxid. Carnations did not respond to additional light and 
gas in the 1927 experiments. This may have been due to the comparatively 
high temperature (78° F.) since carnations are known to grow best at a 
low temperature. Hoosier Beauty, Premier, and roses of the rambler type 
all flowered profusely with additional light and carbon dioxid. Hoosier 
Beauty and Premier sent up new canes from the root-stock which produced 
clusters of two or three flowers in less time than was required for flowers 
to develop from existing canes in the control plants at this season of the 
year. One of the common effects of these conditions was the production 
of two or three large blooms on a single cane at one time. This effect is 
shown in text figure 31. In the control plants normally only one bud opens 
at a time on each cane. The rose flowers grown with additional light at 
68° F. in 1927 shown in figure 31 were of better keeping quality than those 
grown at 78° in the same year but it required longer for them to develop. 
They still retained at the low temperature the characteristic of opening 
two or three flowers in a cluster at one time which was found to be true at 
the high temperature when grown with both additional light and carbon 
dioxid. 

Nasturtium flowered profusely in Greenhouse 2 with additional light 
and carbon dioxid. Additional light alone was little better than the control 
conditions in forcing flowers. The great amount of flowering in House 2 
is shown in text figure 32. The plants are all 69 days old from seed. The 
first flowers appeared in House 2 when the plants were 38 days old and in 
both House 1 and the control at 52 days of age. In the final yield of 
flowers during the experiments House 2 was first, House 1 second, and the 
control lowest. Nasturtium plants grew more rapidly at the higher temper- 
ature in 1925 and flowered earlier. In the low temperature series of 1926 
House 2 plants flowered first at the age of 54 days and House 1 and control 
plants one week later. 

Eggplants with additional light and gas (House 2) grew very rapidly 
and set several large fruits. Plants grown in House 1 were second in 
amount of fruit set. The controls did not fruit during the experiment. 
Text figure 33 shows the plants grown under the different conditions. 
The plants were in the conditions 67 days when the photograph was taken. 
All were small plants about three inches high when the experiments were 
started on February 28. 

Tomato has been mentioned as an outstanding example of a plant 
which does not withstand continuous artificial illumination. Geranium 
and coleus also fall naturally into this group, the only difference being in 
the degree of injury. Photographs of these two species are shown in 
text figures 33 and 34. The injury of continuous illumination is apparent 
in both cases. These two species always managed to survive during the 
period of the experiments but they were always reduced to a stem with 
only a few small leaves remaining alive. Geranium, in contrast to tomato, 
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Text Fic. 31. Premier and Hoosier Beauty roses grown in gantry crane house with 
additional light and carbon dioxid showing the effect in forcing clusters of three sturdy 
roses at one time. New canes with flowers were produced from the root-stock in about the 
same time required to produce a single flower bud from existing canes in the control plants. 
Text Fic. 32. Nasturtium plants 70 days old from seed. The one in the center receiving 
both additional light and gas is flowering profusely. The plants from Greenhouse 1 
receiving additional light only are little better than the controls (at right) on the normal 
length of day. TrExT Fic. 33. Geranium showing the flowering with supplementary light 
in Greenhouses 1 and 2 and the injury of continuous illumination (24 hour day). The 
control plant is at the right. Text Fic. 34. Variegated coleus, showing the increased 
growth with both additional light and gas (Greenhouse 2) as compared with additional 
light only (Greenhouse 1) at left and control greenhouse at right. The 24 hour day plant 
shows considerable light injury. TExt Fic. 35. Eggplant showing the additional growth 
and fruiting with additional light only (Greenhouse 1) and with both light and gas (Green- 
house 2 center). The control at right did not fruit during the experiments. 
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grew well with continuous illumination in the gantry crane house in the 
1927 experiments with 12 hours of daylight in combination with 12 of 
artificial light. This may be due to the difference in quality of the light 
source, sunlight always being more favorable for plant growth than that 
of the filament lamp. It may also be due to short periods of recovery at 
low intensities of daylight in the late afternoon or on cloudy days in February 
when the artificial light source was off, while those under continuous 
artificial illumination had practically no rest period or appreciable decrease 
in intensity during the entire period of the experiment. 


PRACTICAL APPLICATION 


These experiments were undertaken to determine some of the effects of 
environmental factors on plant growth rather than the possible application 
of such information as might be obtained to the commercial growing of 
plants in greenhouses. However, it is believed that some items of cost 
should be included in this report for the information of those interested in 
reproducing conditions similar to those already outlined for growing plants. 
124 jars of the two gallon size were filled with soil and placed in the constant- 
light room for each experiment. One or more plants, depending upon 
size, were grown in each jar. Assuming that each jar contained only one 
plant 124 plants can be grown on a 24 hour day during each experiment 
with artificial light only. The cost for refrigeration, steam, and operation 
of four motors together with the attendants amounted to about $26.00 
per 24 hour day. The cost for lighting current at four cents per kilowatt 
hour was $36.00 per day or about 29 cents per jar of plants. The total 
cost of operation therefore was $62.00 per day. The 1925 experiments 
were continued for 75 days making a total cost of $4650.00 or about $37.00 
per jar of plants. The total cost of lighting current alone was $21.00 per 
jar. The additional item of carbon dioxid from tanks cost about $8.00 
per day and is not included in these calculations. The calculations also 
do not include the original cost of machinery and equipment, or depreciation. 
Many plants were grown throughout their life history in less time than 
75 days. It has already been pointed out that many plants produce very 
little additional growth on a 24 hour day as compared to an 18 hour day, 
and also that some plants such as the tomato grow better at a lower light 
intensity. The cost calculations above could be reduced considerably 
therefore if a practical application were the aim. 

It is believed that some application will be found, however, in supple- 
menting daylight with artificial light for a period of three to six hours each 
night rather than in the use of artificial light entirely. In the case of the 
gantry crane the cost per day for six hours of supplementary lighting was 
$11.52. 130 jars of plants were grown at a cost of about nine cents per 
day per jar or at a total cost of $6.75 for the entire 75 days. A number 
of plants could be brought into full production with the intensities used 
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in the gantry crane houses during these experiments in 40 days, and since 
electric power could be used during the early morning hours when there is 
a small load on the lines it could be obtained for at least half of the price 
per kilowatt indicated above. The estimated cost would then reduce to 
about $1.80 per jar for the entire growth period. This does not include 
the cost of lamps, equipment, or carbon dioxid. 


DISCUSSION AND SUMMARY 


This report is concerned with the growth of plants in artificial climates. 
Some of the plants were grown with artificial light only as a source of 
energy for photosynthesis. Other plants were grown with daylight supple- 
mented with artificial light for six to 12 hours each night. An attempt was 
made to grow plants throughout their life history with photosynthesis at 
or near its maximum rate by supplying a high light intensity and long day 
along with increased carbon dioxid concentration and a relatively high 
temperature. The effect of length of day on certain species was also 
studied in various combinations of temperature and carbon dioxid supply. 
Chemical analyses of many plants grown under the different conditions are 
given, together with a discussion of the effect of various factors on the 
percentage carbohydrate and nitrogen in various tissues. 

There is a difference in the percentage carbohydrate in tomato leaves, 
depending on the time of day at which they are sampled. When allowed 
to remain in darkness for 17 hours after exposure the total carbohydrate 
and especially the sucrose and dextrose fractions decrease considerably. 
After 40 hours in darkness these fractions decrease to approximately one- 
third of the original value. Depending upon when the plants are sampled, 
in relation to their light exposure period, various values for the carbohydrate- 
nitrogen ratio may be obtained. This variation is due to changes in 
carbohydrate since total nitrogen remains practically the same. 

No relation was found between carbohydrate and nitrogen content and 
flowering in either long day plants such as radish and lettuce, or in salvia, 
a short day plant, or buckwheat, an everblooming type. It was found that 
the percentages of carbohydrate and nitrogen in general could be changed 
by varying light intensity, length of day, or in some plants by changing the 
nutrient supply when the plants were grown in sand instead of soil. The 
range of variation of these fractions depends upon the plant species. For 
salvia the range of total carbohydrate on a dry weight basis is narrow, 
since even the five hour day plants are able to maintain a high level of 
total carbohydrates. Total nitrogen also was restricted to a comparatively 
narrow range from 5 to 19 or 24 hour days. The application to the soil 
of large quantities of nitrate made practically no difference in the total 
nitrogen content of the aérial portion of salvia plants although it resulted 
in considerable foliar injury. This plant is apparently able to hold both 
the carbohydrate and nitrogen fractions within a narrow range when grown 
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under conditions which greatly affect the range in lettuce, radish and 
buckwheat. Salvia plants were kept from flowering by illumination for 
six hours each night from January to December with very little change in 
either the carbohydrate or nitrogen fractions. 

The tomato was found to be the most light sensitive of any plant grown 
in these experiments. It will not withstand a 24 hour day at an intensity 
which causes little or no injury to other plants. The plants set fruit on 
all day lengths from seven to 19 hours but did not fruit on either five or 
24 hour days. Fruit production and weight per plant were maximum in 
rapidly growing high carbohydrate, low nitrogen plants grown with daylight 
plus six hours of artificial light each night and with increased carbon dioxid 
supply. At higher intensities day lengths of 17 and 19 hours are injurious. 
When the plants are receiving 12 hours of artificial light at night more than 
six hours of sunlight is injurious. In general carbohydrates and weight 
per plant increase with day length up to the point where foliar injury begins to 
be effective in holding the plants back. At a low light intensity this increase 
holds up to a 17 or 19 hour day, while at higher light intensities the peak 
is reached on a 12 hour day. On long davs total nitrogen was decreased 
to less than one percent of the dry weight. On a percentage of dry weight 
basis the ratio of total carbohydrate to total nitrogen closely parallels 
total carbohydrate. It is seen, therefore, that there is little relation 
between this ratio and the setting of fruit. 

It is thought that the long day injury to tomato plants is produced by 
a breaking down in the process of photosynthesis rather than by too great 
an accumulation of the products of the process, since the injury can be 
produced with a low light intensity which results in no accumulation of 
carbohydrates in the leaves as compared to greenhouse plants. 

Cabbage plants were found to increase in weight of tissue produced 
and in total carbohydrate with length of day up to 17 or 19 hours followed 
by a decrease on continuous illumination. The percentage total carbo- 
hydrate was usually doubled on a 19 hour day as compared to a five hour 
day. On long days this plant produced over 50 percent of the dry weight 
in easily available carbohydrates. Total nitrogen decreased with day 
length to 19 hours and increased slightly on a 24 hour day. 

Red clover grew and flowered especially well with daylight supplemented 
by six hours of artificial light from the gantry crane in the greenhouses 
where carbon dioxid concentration was increased. Plants were grown from 
seed to flower in 38 days during the month of March and the first week in 
April while the control plants did not flower during the experiments. 
Carbohydrates increased and nitrogen decreased with increasing day length 
and increased carbon dioxid supply. 

Four varieties of soy beans, Mandarin, Peking, Tokio and Biloxi, 
which Garner and Allard had observed to flower in June, July, August, 
and September respectively, were found to flower in the control greenhouse. 
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Of these only Mandarin and Biloxi flowered with additional light and 
carbon dioxid. Carbohydrates and weight per plant increased and nitrogen 
decreased with additional light and carbon dioxid. 

Cucumber plants were found to absorb nitrate readily in contrast with 
salvia which absorbs little of this salt. This was especially true on the 
long days where a shortage of nitrogen had been produced due to an accumu- 
lation of carbohydrates. Total carbohydrates and weight per plant 
increased with additional light and higher concentrations of carbon dioxid. 

Tuber production in potatoes, variety Irish Cobbler, was found to be 
favored by low temperature in combination with high light intensity and 
long days. High temperature (78° F.) produced weak stems with little 
or no tuberization, although weight of the aérial portion produced at 
high temperature was usually greater than at low temperature (68° F.). 
This variety formed many large tubers when grown with continuous 
illumination. The failure of previous workers to get tuberization on a 
long day is believed to be due to the high temperature conditions which 
were associated with long days in their experiments. Since high light 
intensity, long days, and cool air temperature greatly favor tuber production 
it is thought that these factors account for the high yields of potato tubers 
in high latitudes and higher altitudes. 

Small grains such as barley and spring wheat, in contrast to potatoes, 
will grow well and yield well at a high temperature (78° F.) if given addi- 
tional light and carbon dioxid. The production of these grains is not 
favored by low temperature when day length is long and carbon dioxid 
supply is abundant. The weight per plant of barley increases with day 
length up toa 19 hour day. Total carbohydrates also increase and nitrogen 
decreases. The feeding of nitrate was found to make little or no difference 
in the total percentage of nitrogen in the barley plant, the percentage 
remaining high only when carbohydrate synthesis was restricted by short 
days. 

Winter wheat of the Turkey Red variety, did not head in these experi- 
ments, while Hybrid 128, a second variety of winter wheat, produced 
several heads on 18 and 24 hour days. Spring wheat, variety Blue Stem, 
headed especially well with additional light and carbon dioxid. This 
variety was grown from seed to head in 31 days. 

Several ornamental plants such as roses, sweet peas, snapdragons, 
petunia, and nasturtium grew and flowered remarkably well with additional 
light and carbon dioxid. Both geranium and coleus were greatly injured, 
however, by continuous artificial illumination, the injury being similar 
to tomato but not quite as severe. In contrast to tomato these plants 
could be grown with little or no injury with continuous illumination if 
sunlight was used as a light source during the day and was supplemented 
with 12 hours of artificial light each night. Sunlight, in general, is a 
better light source for plant growth than the incandescent filament lamp. 
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A practical application of artificial light to the growing of plants will 
no doubt be found in supplementing daylight during the winter months 
with three to six hours of artificial light each night. The cost of growing 
plants with artificial light alone is prohibitive except for experimental or 
demonstrational purposes. In addition sunlight is a better source of energy 
for growing plants than artificial sources now available. 
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NAPHTHALENE FUMIGATION AT CONTROLLED 
CONCENTRATIONS" ?” 


By ALBERT HARTZELL and FRANK WILCOXON 
ABSTRACT 


A method of maintaining a constant concentration of naphthalene is described as 
an improvement on former methods of fumigation with this substance. A concen- 
tration of 0.008 Ibs. of naphthalene per 1000 cu. ft. of air maintained for eight hours 
was found to kill red spider mite (Tetranychus telarius), cyclamen mite (Tarsonemus 
pallidus), the onion thrips (Thrips tabaci), and the black grain thrips (Heliothrips, 
femoralis) without injury to a number of plants that have proved intolerant to 
methods used previously. 


INTRODUCTION 


With the increased use of naphthalene as a greenhouse fumigant for 
the control of mites and thrips the question of a suitable method of 
volatilizing this material has arisen. Among the methods employed are 
broadcasting along the borders (9), volatilization with a lamp (4, 6), 
and finally the substitution of an electric hot plate (5). The importance 
of maintaining a slow uniform rate of volatilization has been stressed by 
all investigators. Volatilization by means of lamps or electric hot 
plates has proved satisfactory for the more tolerant species and varieties, 
but certain plants are injured (5) by naphthalene vapor when these 
methods are used. The use of any method involving heat suffers under 
the disadvantage that a rather high concentration of naphthalene vapor 
is produced in the immediate neighborhood of the apparatus. This 
concentration will exceed the saturation value in parts of the greenhouse 
removed from the point of volatilization, and will cause deposition of 
naphthalene on the plants with consequent injury to those which are 
sensitive. If the naphthalene vapor could be introduced without heat, 
such a deposition would not occur, and injury would be reduced to a 
minimum. It would be necessary, of course, to supply the naphthalene 
vapor at a rate sufficient to compensate for leakage and to maintain the 
desired concentration for as many hours as were found needful for control. 
By passing a current of air over naphthalene at the same temperature 
as the greenhouse it should be possible to maintain almost any desired 


1Contributions from the Boyce Thompson Institute for Plant Research, Inc., 
Yonkers, New York, published at the expense of the Institute out of the order de- 
termined by the date of receipt of the manuscript. 


*Herman Frasch Foundation for Research in Agricultural Chemistry Paper No. 4. 
512 


HARTZELL AND WILCOXON: NAPHTHALENE FUMIGATION 513 


concentration up to that corresponding to the sublimation pressure of 
naphthalene, which would be the maximum attainable. 


THE APPARATUS 


In order to meet the requirements as outlined above, a naphthalene 
saturator was constructed in the form of an air tight rectangular metal 
box, 47 in. long, 35 in. wide, and 35 in. high. This box (Fig. 59) was 
divided into four compartments by three vertical baffles, and each 
compartment contained eight horizontal shelves. Air was drawn in at 
one end of the box, and travelled through each compartment in suc- 
cession and was expelled through an opening in the top of the box at the 
opposite end from the point of entry. A motor-driven blower mounted 
on the top of the box served to draw the air through the saturator and 
expel it into the fumigation chamber. The air in passing over the 
shelves, which were each filled with a single layer of naphthalene balls, 
became partially saturated with naphthalene vapor. The final concen- 
tration of naphthalene in the air at a given temperature could be con- 
trolled either by varying the number of shelves filled with naphthalene 
balls, or by varying the speed of the blower. In these experiments 
the speed of the blower was constant, 1144 R. P. M., and the first 
mentioned method of control was used. With 24 shelves filled (which 
required 79 lbs. of naphthalene), and with an air velocity of 52 cu. ft. 
per minute, the time of contact of the air with the naphthalene was 
approximately one minute and the area of contact was approximately 
12-1/3 sq. ft., assuming the naphthalene balls to be spheres of uniform 
size. The number of pounds of naphthalene balls required to give satis- 
factory control of mites and thrips without injury to the host plants was 
determined by trial. In general, satisfactory results were obtained with 
79 lbs. When 64 lbs. were used the control of cyclamen mite was 
possible with a 12-hour fumigation, but rather unsatisfactory results 
were obtained with red spider mite. With 93 lbs. considerable injury 
to the plants was experienced. 

A greenhouse compartment situated between two larger sections was 
used as a fumigation chamber (Plate 20, Fig. A). The capacity of this 
chamber was 850 cu. ft. The height and width of the compartment 
was the same as the adjacent greenhouse sections and differed only from 
them in being about one-seventh their length. As the compartment was 
a unit in the same greenhouse range, the conditions of temperature, 
humidity, and light intensity were comparable to those of the adjoining 
greenhouses. 
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The naphthalene saturator described above was installed in the 
chamber and naphthalene free air was drawn into the saturator from an 
adjacent greenhouse section by means of a duct. Upon completing its 
path the air ladened with naphthalene vapor was deflected upward 
from the exhaust of the blower into the fumigation chamber. Opposite 
the saturator was a shelf built the same height as the greenhouse benches 
on which potted plants to be fumigated were placed. In very cold 
weather it was sometimes found that a small amount of naphthalene 
condensed on the panes of glass that constituted the roof of the chamber. 
When this happened it was desirable to remove the deposit since con- 
densing moisture ladened with naphthalene dropped on the plants and 
caused injury. 

Fumigations were made both day and night. In this study special 
emphasis was laid on testing the tolerance of plants that previous 
investigation had shown to be sensitive to naphthalene vapor. These 
were carefully checked with plants of the same age that had not been 
fumigated in order to note any possible delayed effect that the fum1- 
gation might have on plant growth. Plants infested with mites and 
thrips were fumigated and the results compared with data on the 
natural mortality of these species. Daylight fumigations were begun at 
10 A. M. and continued until 4 P. M., a period of six hours. If an eight- 
hour period was desired the fumigation was terminated at 6 P. M. 
Night fumigations were run for a period of 15 hours, beginning at 
5 P. M. and continuing until 9 A. M. the following morning. The plants 
were watered before fumigation as previous experience had shown that 
plants fumigated under dry conditions were liable to be injured. 


ANALYSIS OF GREENHOUSE AIR For NAPHTHALENE 


In greenhouse fumigation experiments few attempts to determine the 
actual concentration of the active agent are on record. Eddy and 
Geddings (1) give data on the determination of hydrogen cyanide in a 
fumigation chamber. It was considered desirable to attempt to de- 
termine the naphthalene concentration in the greenhouse air during a 
fumigation, although it was known that this was very small. The 
method adopted was that of Gair (3). Air was drawn by.a water pump 
through an absorption train consisting of two gas washing bottles each 
containing 175 cc. of acetic acid of sp. g. 1.044, followed by a third bottle 
containing 150 cc. of saturated picric acid solution. The air was finally 
passed through a small laboratory flow meter. At the conclusion of a 
run, the naphthalene was precipitated as the picrate by the addition of 


HARTZELL AND WILCOXON: NAPHTHALENE FUMIGATION 515 


500 cc. of saturated picric acid solution as described by Gair. The 
naphthalene picrate was filtered through a weighed Gooch crucible, 
dried in a desiccator and weighed. From the weight obtained, and the 
volume of air measured by the flow meter, the concentration of naphtha- 
lene vapor in the greenhouse air could be calculated. Owing to the small 
concentration, it was necessary to continue the run over several fumi- 
gation periods in order to obtain a weighable amount of naphthalene 


Fig. 59.—Naphthalene saturator consisting of a galvanized iron box containing 32 
horizontal shelves separated by baffles. J. The naphthalene free air is drawn in at 
this point from an adjacent greenhouse section. H. The air ladened with naphthalene 
is expelled at this point from the motor-driven blower after its pasage over the 
shelves filled with a single layer of naphthalene balls. 


picrate. The result thus obtained is an average value, and required 
four or five days for a single determination. One such experiment 
gave a concentration of naphthalene of 0.0076 lbs. per 1000 cu. ft., 
and a subsequent determination gave 0.0085 lbs. per 1000 cu. ft. The 
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average temperatures during these experiments were 86°F. and 89°F. 
respectively. A determination in which the sample was taken at the 
point of exit from the saturator gave a concentration of 0.0128 Ibs. per 
1000 cu. ft. Roark and Nelson (8) have published tables showing the 
amount of naphthalene vapor in saturated air at various temperatures. 
From the value for 86°F. which is given as 0.06 lbs. per 1000 cu. ft., it 
appears that in our experiments the air in the neighborhood of the 
plants was approximately 18% saturated with naphthalene vapor. This 
concentration if maintained for a sufficient length of time, gave satis- 
factory control of mites and thrips with less injury than previous 
methods had shown. 

By weighing the charge of naphthalene before and after a series of 
fumigations it was found that the rate of loss per hour was 0.0884 Ibs. 
This includes any loss that might take place between periods of fumi- 
gation. 


PLANT TOLERANCE 


It has been shown in previous publications (4, 5) that certain species 
and varieties of plants are injured by the lamp and hot plate methods of 
volatilization. This was found to be true even with fumigations made at 
night and with amounts not exceeding two ounces per 1000 cu. ft. of 
greenhouse space. Of 150 species and varieties tested by the above 
methods more or less foliage injury resulted to forty-two. A list of 
these intolerant plants follows: 


Capsicum annuum var. longum (pepper) Nicotiana suaveolens 
Fagopyrum esculentum (buckwheat) Nicotiana sylvestris 
Fuchsia speciosa Nicotiana tabacum 
Glycine max (soy bean) var. gigantia 

Linaria sp. var. purpurea 
Lycopersicum esculentum (tomato) Nicotiana trigonophylla 
Lythrum salicaria var. roseum Nycterinia capensis 


Magnolia sp. Oxalis sp. 
Martynia proboscidea Papaver sp. (poppy) 
Matricaria alba Papaya sp. 


Maurandia sp. 
Nemesia sp. 
Nemophilia sp. 
Nicotiana langsdorffi 
Nicotiana longiflora 
Nicotiana nudicaulis 
Nicotiana paniculata 
Nicotiana plumbaginifolia 
Nicotiana quadrivalvis 
Nicotiana repanda 
Nicotiana rustica 
Nicotiana sanderae 


Pelargonium sp. (geranium) 
Plantago major (broad leafed plantain) 
Philadelphus sp. (mock orange) 
Physalis sp. 

Raphanus sativus (radish) 

Rose var. Button hole 

Ribes nigrum (black currant) 
Schizanthus wisetonensis 
Trifolium pratense (red clover) 
Tropaeolum majus (nasturtium) 
Vitis vinifera (grape) 
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While it was not found feasible to test every species and variety in the 
above list with fumigations at controlled concentrations, it was found 
possible to test the more common species grown in greenhouses and in 
addition a number of important plants not included in the above list. 
Reference to Table 1 will show that of a total of 32 species and varieties 
of plants fumigated, only three species were found to be intolerant, 
namely buckwheat (Fagopyrum esculentum), soy bean (Glycine max), 
and Tabasco pepper (Capsicum annuum var. conoides). The last named 
plant was only slightly injured, the very oldest leaves turning yellow and 
falling off. Other varieties of pepper were uninjured. Seedling buck- 
wheat plants were found to be by far the most sensitive of the three 
(Plate 21, Figs. AandB). A comparison of the above list of intolerant 
plants with Table 1 shows that of a dozen species and varieties which 
were found to be intolerant to naphthalene fumigation by the lamp and 
hot plate methods, only two were severely injured by our improved 
method. Included in these tests were such important greenhouse 
plants as pepper (Capsicum annuum) (five varieties), tomato (Lycopersi- 
cum esculentum), Oxalis sp., geranium (Pelargonium sp.), radish (Ra- 
phanus sativus), rose seedlings and nasturtium (Tropaeolum majus), 
which could not be fumigated with safety by the older methods, 
but which were found to be tolerant when fumigated at a properly 
controlled concentration. Irish Cobbler, Green Mountain, and Bliss 
Triumph potatoes (Solanum tuberosum), egg-plant (Solanum melongena 
var. esculentum), turnip (Brassica rapa), Bryophyllum sp., Calendula 
officinalis, China aster (Callistephus chinensis), Centaurea impertalts, 
cucumber (Cucumis sativus), Datura stramonium, carrot (Daucus 
carota var. sativa), Sudan grass (Holcus sudanensis), Turkish tobacco 
(Nicotiana tabacum), bean (Phaseolus vulgaris), Sedum sp., white clover 
(Trifolium repens), and wheat (Triticum aestivum) were also found to be 
tolerant. Even cyclamen plants in flower were not injured (Plate 20, 
Figs. Band C). It should be noted that all these plants were fumigated in 
daylight at temperatures ranging from 72° F. to 100°F., during both 
cloudy and sunny weather and that no injury resulted even with concen- 
trations slightly higher than that found necessary to kill mites and 
thrips. A careful comparison of fumigated plants with their corre- 
sponding check plants which were not fumigated, showed no evidence of 
stunting or of delayed injury. 

The writers’ previous experience had been unfavorable with daylght 
fumigations in bright sunlight and with the higher range of temperatures. 
Apparently the slower uniform rate of volatilization of naphthalene by 
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this method results in a concentration considerably below the tolerance 
limit to foliage, which is in direct contrast to the uneven rate obtained 
by means of the hot plate and lamp methods with the resultant injury to 
foliage. The chief disadvantage of daylight fumigation is the difficulty 
of keeping the temperature from rising too high; this especially is true 
with plants such as cyclamen and potato which are normally grown at 
lower temperatures. It is interesting to note in this connection that a 
concentration which would injure young buckwheat plants but which 
would not injure six-inch tomato plants (var. Bonny Best) was found to 
be suitable for all species and varieties as shown in Table 1, with the 
exception of buckwheat, soy bean, and Tabasco pepper. 

TABLE 1. Errect oF NAPHTHALENE FUMIGATION AT CONTROLLED CONCENTRATION 


ON Host PLANTS 55 
Daylight Fumigation 


Height 6 hours 
Number _ of Tempera- Relative 
of Plants ture Humidity 
Name‘of Plant! Plants Inches RS Percent 

IBGassi Cay Lapa (Util ()) eae reeaie reas 40 4 82-100 70 
IsieyoyalenyAilbhomGyoNs oo o0ccacaovouconnancoe 5 6 82-100 70 
Calenditlaronicinalissnmenee erecta 5 6 78-90 67 
Callistephus chinensis (China aster)...... 24 4 68-98 68 
Capsicum annuum var. abbreviatus...... 36 12 82-100 70 
var. acuminatum...... 36 10 §2-100 70 

var. cerasiforme (red 
cherry pepper)...... 36 8 82-100 70 

var. conoides (Tabasco 
Pepper) Haaemaneenee 36 15 82-100 70 

var. fasciculatum (Red 
Japan cluster pepper) 36 12 82-100 70 
var. grossum (bell pepper) a 12 82-100 70 
Centaurea imperialis 027). 9 nshloqns ae 6 78-90 67 
Cucumis sativus (cucumber)............ 10 4 86-100 48 
(Cyclamenk indicum eerie 15 10 80-100 50 
IDVRb ee, GUANA, od oan oon oaaes 30 12 80-100 78 
Daucus carota var. sativa (carrot)........ 50 3 68-98 68 
Fagopyrum esculentum (buckwheat)*. . 200 10 82-100 70 
Uchiclays pEClOGa ae ee al aria acer uae ate: 5 15 78-90 67 
Gir cinelmaxa (Sova bean) aaa nan 200 6 80-100 78 
Holcus sudanensis (Sudan grass)......... 100 12 68-98 68 
Lycopersicum esculentum (tomato)...... 50 6 76-86 68 
Nicotiana pabacuna <1 cece  eecn era er 24 — 82-100 70 
Okxalis'spy in sea naan cr aoa erie © es 500 = 82-100 70 
Pelargonium sp. (geranium)............. : WW 78-90 67 
Phaseolus-vulgaris!(bean)............--- 10 -= 72- 58 
Rhy salistitan cae tianam ae emir ri ieee 10 ay 82-100 70 
PAGES (RIK), (IEAON) 5 oo oauannocanone 10 24 80-84 56 
Raphantis satiyusn cacish) eeiememeieeeen 50 4 82-100 70 
IROSeTSeedlini ocean ene aan eee 20 6 81-95 64 
Sedtimyrspr.t. eae eer eta eee 5 6 76-96 50 

Solanum melongena var. esculentum (egg- 
plait iit hen oete. ce eee eet eee 10 — 68-98 60 


Solanum tuberosum var. Irish Cobbler 
POLALO ws, Nees cise Oe iwircecRecas Fae oe ee 12 —_— 78-100 56 
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TABLE 1—Continued 


Solanum tuberosum var. Bliss Triumph... 40 — 78-100 56 
Trifolium pratense (red clover).......... 200 8 82-100 70 
Trifolium repens (white clover).......... 200 4 82-100 70 
Triticum aestivum (wheat).............. 100 4 80-100 50 
Tropaeolum majus (nasturtium)......... 50 8 82-100 70 
Night fumigation 

: 15 hours 

Capsicum annuum var. abbreviatus...... 36 6 72-80 78 
var. acuminatum..... 36 6 72-80 78 
var. cerasiforme (red 

cherry pepper)...... 36 6 72-80 78 
var. conoides (Tabasco 

DED Phere: oe 6 72-80 78 
var. fasciculatum (Red 

Japancluster pepper) 36 6 72-80 78 
var. grossum (bell pep- 

; DOL) Beene as 36 6 72-80 78 
Glycine max! (soy, beam)* 20 125.6 eee 100 4 76-86 68 
Lycopersicum esculentum (tomato)....... 24 18 72-80 78 
Nicotiana tabacum (tobacco var. Turkish). 24 o 72-86 68 
OXAlISTS Demeter Sects tee ee ee 200 — 72-80 78 
Trifolium pratense (red clover).......... 200 = 72-80 68 


*Foliage injured. 
CONTROL OF GREENHOUSE PESTS 


It was found during the course of this investigation that naphthalene 
fumigation would control cyclamen mite (Tarsonemus pallidus) on 
various greenhouse plants such as cyclamen and pepper. The minimum 
period of exposure necessary to obtain satisfactory control was found to 
be six hours when 79 lbs. of naphthalene was used in the saturator. It 
has been shown elsewhere (3) that the red spider mite! (Tetranychus 


TABLE 2. PERCENTAGE CONTROL OF GREENHOUSE PESTS TO NAPHTHALENE VAPOR 


Red Spider Cyclamen Thrips _ ; 
mite mite Thrips Heliothrips 
Expo- Temperature Num- Num- tabaci femoralis 


sure to Maxi- Mini- Rela- ber Per ber Per Num- Per Num- Per 
naphtha-mum mum _ tive of cent of cent berof cent berof cent 


lene humid- speci- control speci- control speci- control speci- control 
vapor ity mens mens mens mens 
Wekoyeugs: ty, dle, D2 teserevesaly 
6 84 =680 56 — — §00 100 200 100 500 96.1 
6 100 +78 46 171 74 500 ~=—-:100 — 
8 100 = 80 25 (0 | S/O) 2 (0 (Oe 
8 100 = 80 63.5 26799 500 98.6 
8 100 3978 70 525 97.3 = 
8 75 74 72 393 94 500 99 502 99 500 99 


telarius), the onion thrips (Thrips tabaci) and the black grain thrips 
(Heliothrips femoralis) are controlled by naphthalene fumigation. As 
indicated in Table 2, it required a minimum of eight hours to obtain a 


1The term red spider mite is used in preference to the term red spider, following the 
suggestion of the Committee on Nomenclature of the American Association of Eco- 
nomic Entomologists. 
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satisfactory control of thrips and of the red spider mite. Thus it follows 
that the three species could be controlled by eight-hour fumigations and 
if the plants were infested with the cyclamen mite alone, a six-hour 
fumigation was sufficient or the amount of naphthalene could be re- 
duced to 64 lbs. and the period lengthened to 12 hours. 

The question of the resistance of the various stages of the red spider 
mite to naphthalene vapor has arisen. Read (8) has shown by labora- 
tory experiments that it required at least eight hours’ exposure of the 
eggs to a saturated atmosphere of naphthalene to prevent hatching; at 
60°F. they were not killed when exposed for a period of 30 hours. To 
determine the effect of this method of fumigation on hatching of eggs, 
leaves from plants fumigated for eight hours at an average temperature 
of 86°F. were placed in petri dishes and counts of larvae (first stage) 
made at various intervals of time. A similar series of leaves from un- 
fumigated plants served asa check. Table 3 shows the number of larvae 
on these leaves in the control and fumigated series. The temperature 
during this period was 71°F. It will be observed that fumigation by this 
method has had a considerable effect on the hatching of the eggs. In the 
control 21% of the eggs had hatched after 120 hours while in the case 
of the fumigated series only about 3.5% had hatched in this time. 


TABLE 3. EFFECT OF NAPHTHALENE FUMIGATION ON HATCHING OF EGGS OF RED 
SPIDER MITE 


Fumigated Control 
Hours After Number Number of Number Number of 
Fumigation of eggs Larvae of Eggs Larvae 
(First Stage) (First Stage) 
24 964 11 394 16 
48 — 20 — 20 
72 — 30 — 72 
120 — 34 — 84 


A study of the comparative resistance of the larva, protonymph, 
deutonymph, and the adult female to naphthalene vapor showed that 
there was a slight increase in resistance on passing from the larva to the 
adult and, furthermore, that the last two stages exhibit a significant 
difference in resistance when compared with the first two stages. When 
the X* test for homogeneity (2) was applied to the data on the first and 
second stages grouped together as compared with the third and adult 
stages grouped similarly, the difference was found to be significant with 
odds greater than 100 to 1. The total number of individuals used in this 
comparison was 4204. 

The possibility of recovery of the red spider mite after fumigation was 
considered. To test this point leaves from fumigated plants were kept in 
petri dishes under observation for a period of 120 hours and counts of 


HARTZELL AND WILCOXON: NAHPTHALENE FUMIGATION 521 


living individuals exclusive of the eggs and first stages, were made. 
Out of a total of 380 individuals 15 were alive 24 hours after fumigation 
and 11, 120 hours after fumigation. It appears, therefore, that the 
percent recovery in the 120 hours following an eight-hour fumigation was 
very low, while the mortality in the check was less than two percent. 


DIscussION 


In the case of a toxic agent, where the concentration necessary to kill 
is not far removed from that which will injure the host plant, it is de- 
sirable to use the material at a constant concentration. If the concen- 
tration fluctuates widely during the experiment, injury may be ex- 
perienced, even though control is incomplete. Naphthalene as a fumi- 
gant seems to be a case of this kind. The method of fumigation de- 
scribed in this paper provides an almost automatic control of the actual 
concentration, and also permits an experimental determination of the 
best time and concentration to use for a given purpose. The fact that by 
this method it was possible to fumigate plants that had previously 
proved intolerant to naphthalene, suggests that a more careful study of 
compounds already in use may be as valuable as a search for new toxic 
agents hitherto untried. The writers’ experience with naphthalene as a 
greenhouse fumigant as applied by the hot plate and lamp methods has 
not been entirely satisfactory with mixed plantings. The difficulty of 
removing intolerant plants prior to fumigation greatly limits its use. The 
method described above has not yet been tested for large scale use but 
the principle involved, i.e., the use of a constant concentration of 
naphthalene throughout the fumigation period appears to be a step in 
the right direction. 

SUMMARY 


A method of fumigating with naphthalene is described which permits a 
constant concentration of naphthalene to be maintained in the fumi- 
gation chamber throughout the experiment. 

It has been established that a concentration of naphthalene 0.008 lbs. 
per 1000 cu. ft. if maintained for eight hours at an average temperature 
of 87°F. and an average relative humidity of 60% will give satisfactory 
control of the red spider mite, cyclamen mite, and thrips. 

No injury was observed in these experiments to any plant except 
buckwheat, soy bean, and one variety of pepper. Fumigation was 
carried out in the daytime as readily as at night by this method. 

A series of plants that had proved intolerant to naphthalene fumi- 
gation by previous methods was successfully fumigated by the method 
described. 
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Plate 20 


A. Fumigation chamber situated between two greenhouse sections with 
naphthalene saturator in place. Note the plants to the left to be fumigated. 
B. Cyclamen plants in flower that have been fumigated with naphthalene 
showing no injury to flowers or foliage. 

C. Cyclamen plants that were badly infested with cyclamen mite that have 
been fumigated with naphthalene with no foliage injury. 


Plate 21 


A. Buckwheat plants unfumigated. 
B. Buckwheat plants that have been fumigated with naphthalene showing 
foliage injury. Buckwheat is very intolerant to naphthalene fumigation and 
was found to be one of a few plants unsuitable for fumigation with naphthalene, 
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SHORTENING THE REST PERIOD OF GLADIOLUS BY 
TREATMENT WITH CHEMICALS 1-2 


F, E. DENNY 


INTRODUCTION 


It is well known that freshly-harvested gladiolus corms, if again planted, 
do not germinate at once, even if the conditions that are ordinarily favorable 
for growth are present. The length of this rest period varies with different 
varieties but is usually two or three months. 

On account of the response of such dormant plants as potatoes, lilac, 
apple, etc. to vapors of ethylene chlorhydrin, as reported in previous papers 
(1, 6), it seemed of interest to determine whether the dormancy of gladiolus 
corms could be broken in like manner, and if so under what conditions this 
result could be obtained, and whether the subsequent growth of the plants 
would be favorable for an early development of blooms. 

Preliminary experiments indicated that the type of response resulting 
from the treatment depended upon the variety, and especially upon the 
stage of the rest period at which the treatment was applied. It was not 
until the late summer and autumn of 1929 that a supply of freshly-harvested 
bulbs of dependable quality, including several standard varieties, was 
available. This is a report of experiments in which ethylene chlorhydrin 
was used mainly, but in which comparisons were made also with certain 
other methods that have been suggested for shortening the rest period of 
gladiolus. 

VARIETIES USED 

Corms of the no. 1 size of Halley, Alice Tiplady, Souvenir, Maiden’s 
Blush, Mrs. Francis King, and Remembrance were obtained from Mr. A. 
Ludecke of Castle Hayne, North Carolina. Halley was harvested August 6 
and the others on August 26, 1929. The corms were shipped to Yonkers 
by express, and the series of treatments began on August to for Halley 
and on September 2 for the other varieties. Tests of the different varieties 
were made at subsequent interva!s in order to note the response at different 
stages of the rest period. 

The corms that were not treated remained dormant for about two 
months, with the exception of Alice Tiplady, which after three months 
was still partly dormant and responded to treatment. 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 


date of receipt of the manuscript. 
2 Herman Frasch Foundation for Research in Agricultural Chemistry, Paper no. 5. 
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Meruops oF TREATMENT 


Ethylene Chlorhydrin.—The bulbs were first peeled and then placed in 
glass jars of a capacity of 3% liters, either museum jars with a clamp top, 
or battery jars with a saucer top which could be sealed tight with artists’ 
molding clay. Before the jar was closed the required amount of 40 percent 
ethylene chlorhydrin was dropped from a pipette on a piece of cheese- 
cloth which was then spread loosely at the top of the jar. During the 
period of treatment the ethylene chlorhydrin evaporated and produced 
within the container a vapor the concentration of which varied with the 
amount of chemical used. The amounts per liter of air space within the 
container were varied from about 4 cc. per liter for four days to I cc. per 
liter for one day. 

Ethylene—The vessels for treating corms with ethylene were cans of 
either 17.5 or 35 liters capacity into which a measured amount of the gas 
was introduced. Molding clay was used for making a tight seal. The 
amount of ethylene used was one part ethylene per 1,000 parts of air within 
the container, and the length of exposure was usually six days, but in some 
cases three-day and twelve-day treatments were tried. Each second day 
the vessel was given a new charge of gas after thorough aération. Harvey 
(2) used ethylene in the treatment of gladiolus at the rate of I : 1000 and 
the period of treatment was six days. 

Ether. —The procedure with ethyl ether was the same as that for ethylene 
chlorhydrin. Only one concentration was tested, one cc. per liter, and the 
treatment lasted six days. Johannsen (3, p. 26) had previously used ether 
with bulbs without a satisfactory practical result, but Harvey (2) found 
the ether treatment to be successful with gladiolus. He used one-half 
teaspoonful of ether per 100 cubic inches for six days. 

Warm Temperature Storage——Some tests of this method of treatment 
were included because of the favorable results obtained by Loomis and 
Evans (4). Storage at 30° C. for three weeks was used in all of the tests, 
and in some of them additional procedures such as 30° for two weeks, 
30° for four weeks, and 38° for one week were included. In some of the 
tests the corms were held dry in cloth bags during the storage period, and 
in others they were packed loosely in moist sphagnum moss. 


PLANTING 


The lots contained 12 to 50 corms each, this being a sufficient number for 
a test when gladiolus corms are freshly harvested, since the dormancy is so 
pronounced that few, if any, of the untreated corms will sprout. Later in 
the season when they are coming out of the dormant period, larger numbers 
would be needed in order to take the variability of the sample into account. 
But the experimental work in this case was stopped when the untreated 
lots of a given variety showed even a few sprouts on planting. 

After treatment the corms were planted in flats in moist soil and were 
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stored at room temperature until sprouting began. The flats were then 
placed in a greenhouse at a temperature of about 7o° F. There were 12 to 
16 corms in each flat. 
RESULTS 

Since the effects of the treatments have depended so largely upon the 
stage of dormancy at which the treatments were applied, the results will be 
described first for the treatments applied at once after harvest, and then 
for the treatments applied at later stages. Also, because of the difference 
in the behavior of the various varieties it will be necessary to consider each 
variety separately. 


Treatments Applied at Once After Harvest 


Souvenir.—Of all varieties tested Souvenir responded in the most satis- 
factory manner. The results with this variety when bulbs harvested 
August 26 were treated September 2 are shown in text figure 1. The 
germination of the ethylene chlorhydrin lots was prompt, and the range of 
concentration giving good sprouting was from four cc. per liter for four 
days to two cc. per liter for two days. The germination was hastened even 
at one cc. per liter for one day, but some of the corms failed to respond. 

Of the other methods tested, ether and ethylene failed to induce germina- 
tion, and the warm-storage treatment, although having a detectable effect, 
was much behind even the poorest of the ethylene chlorhydrin lots. 

Alice Tiplady.—This variety was the most dormant of those tested in 
this experiment and yet it responded fairly well even at this early stage of 
dormancy to treatment with ethylene chlorhydrin. The concentrations, 
four cc. per liter for four days and three cc. per liter for three days, gave a 
definite hastening of development; but two cc. per liter for two days was 
much less effective and one cc. for one day failed completely. The ethylene, 
ether, and warm-temperature storage treatments were not successful in 
forcing germination of this variety at this stage of dormancy. 

Maiden’s Blush—Concentrations ranging from four cc. per liter for four 
days to one cc. per liter for one day gave successful forcing of bulbs of this 
variety at this stage. The growth of the plants, however, was not so 
vigorous as that for Souvenir and Alice Tiplady. Sprouting was not 
induced by the other treatments tested. 

Mrs. Francis King.—None of the treatments was successful with this 
variety at this stage. The ethylene chlorhydrin treatments were the only 
ones to induce sprouting, but the germination was poor on account of the 
large amount of rot which resulted. Even the untreated lot, however, 
showed considerable rot. Further experiments will be needed before a 
definite statement can be made regarding the application of the treatment 
to this variety. 

Remembrance.—Of the varieties tested, this one offered the most stubborn 
resistance to treatments. The sprouting was not measurably hastened at 
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this early stage by any treatment tried, and even at later stages the result 
was never good up to the time at which the corms had gone through their 
natural dormant period, and had begun to sprout of their own accord. 
It is hoped to continue the experiments with this variety to determine 
whether the same behavior will be exhibited by crops of other years. 


Text Fic. 1. Results of treatment of corms of gladiolus, variety Souvenir. Corms 
harvested August 26, treated September 2, this photograph made November 15. Top 
row, left to right: ethylene chlorhydrin, four cc. per liter for four days; three cc. per liter 
for three days; two cc. per liter for two days. Middle row: ethylene chlorhydrin, one cc. 
per liter for one day; storage at 30° C. for three weeks; ether, 1 teaspoon in 3.5 liter space 
for six days. Bottom row: ethylene 1 : 1000 for six days; check in closed container with 
air for four days; check in closed container with air for one day. 


Halley.—Bulbs of this variety harvested August 6 and treated August 10 
with ethylene chlorhydrin using four cc. per liter for four days, three cc. 
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per liter for three days, and two cc. per liter for two days when examined 
August 28 showed many sprouts about one-half inch long. But only in 
the four cc. per liter lot did these sprouts appear above ground, and in this 
case only 22 out of 36 produced plants of full height. The rest of the bulbs 
merely formed secondary corms as shown in text figure 2. Apparently the 


Text Fic. 2. Top row left showing the formation of secondary corms as a result of 
treatment with vapors of ethylene chlorhydrin. Bottom row left, check lot not treated. 
At right, closer view showing secondary corms. Gladiolus, variety Halley. Harvested 
August 6, treated August 10, this photograph made November 7. 


sprouts went back into dormancy again and instead of forming a shoot 
formed a new corm. A few of these small corms sprouted subsequently but 
most of them remained in the flats for several weeks in a fully dormant con- 
dition. The ethylene chlorhydrin treatments, therefore, were not com- 
pletely effective when applied to Halley at this early stage. The other 
treatments (ethylene 1 : 1000 for six days, ether for six days, storage at 
38° C. for one week, storage at 30° C. for three weeks) were not effective in 
inducing sprouting, nor were secondary corms formed in these cases. 


Treatments Applied at Later Stages of the Rest Period 


Halley.—Al|though, as stated in the preceding paragraph, treating Halley 
corms as soon as harvested did not induce satisfactory sprouting, the 
situation was entirely different when the treatments were applied at a later 
period. Thus, when corms harvested August 6 were treated September 5 
the results shown in text figure 3 were obtained. Good forcing of growth 
resulted from various treatments with ethylene chlorhydrin, e.g., four cc. 
per liter for one day, two cc. per liter for four days, two cc. for two days, 
one cc. for four days, one cc. for one day, although the last named was less 
effective than the others. A concentration of four cc. per liter for four days 
was too strong at this stage of the rest period and induced much rotting 2f 
corms. Among the other treatments tested it will be noted that only the 
ethylene treatment, I : 1000 for 12 days, hastened sprouting. The warm- 
temperature storage at 30° for two, three, or four weeks failed to break the 
dormancy of corms of this variety at this stage. 

Alice Tiplady.—The result of the October 1st test with this variety is 
shown in text figure 4. Ethylene chlorhydrin, three cc. for two days, one cc. 
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for six days, one cc. for two days, all forced germination much ahead of 
the check. Warm storage 30° for three weeks also gave much quicker 


Text Fic. 3. Results of treatment of gladiolus corms, variety Halley. Corms 
harvested August 6, treated September 5, this photograph made November 12. Top row, 
left to right: ethylene chlorhydrin, four cc. per liter for one day; one cc. per liter for one day; 
one cc. per liter for four days. Middle row: storage at 30° C. for two weeks; storage at 
30° C. for three weeks; storage at 30° C. for four weeks. Bottom row: ethylene I : 1000 
for 12 days; check in closed container with air for four days; check in closed container with 
air for one day. 


TEXT Fic. 4. Treatment of gladiolus variety Alice Tiplady. Corms harvested 
August 26, treated October 1, this photograph made November 30. Left to right: ethylene 
chlorhydrin, three cc. per liter for two days; one cc. per liter for six days; storage at 30° C. 
for three weeks; check, not treated. 


germination as shown in the third flat from the left in text figure 4. Later 
in the rest period when the untreated bulbs could germinate fairly well 
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without any treatment, the gain due to treatment was still distinct as 
seen in text figure 5. Ethylene 1 : 1000 for six days and warm-temperature 


Text Fic. 5. Treatment of gladiolus variety Alice Tiplady. Corms harvested 
August 26, treated October 25, this photograph made December 30. Left to right: ethylene 
chlorhydrin, three cc. per liter for three days; storage at 30° C. for three weeks; ethylene 
I : 1000 for six days; check, in closed container with air for six days. 


storage 30° for three weeks both showed good gains over the check lot, and 
were nearly as good as the ethylene chlorhydrin treatments. 


Comparison of Different Methods of Treatment 


The ethylene chlorhydrin treatment gave better results in these tests 
than the other methods of treatment; but it must be remembered that the 
chlorhydrin method was tested over a wider range of concentration and 
period of treatment than any of the other methods. Hence, the results 
cannot be conclusive as a comparison of methods, since it is possible that 
the other methods could give equally good or better results if a more suitable 
combination of conditions could be found. 

The warm-temperature storage method although not successful on 
freshly-harvested corms gave progressively better results as the length of 
the rest period increased, until in the later stages the differences between it 
and the chlorhydrin treatment practically disappeared. In fact in one 
experiment storing at 30° C. for three weeks gave somewhat better results 
than an ethylene chlorhydrin treatment using one cc. per liter for four days. 
This is illustrated in text figure 6 in which the results by the two methods for 
Alice Tiplady, Maiden’s Blush, and Souvenir are shown side by side. On 
the whole the growth was more satisfactory with the warm-temperature 
storage treatment. 

It must be remembered, however, that the chlorhydrin-treated lots were 
placed at once in soil at room temperature at the end of treatment, while the 
temperature-treated lots were kept at 30° C. for three weeks before being 
placed in soil at room temperature. If the buds could start to grow, the 30° 
temperature would hasten their growth; therefore, a part of the gain in 
growth resulted merely from the favorable effect of the higher temperature 
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on the growth rate, and was not directly related to the breaking of dormancy. 
In order to make the test more comparable an experiment was carried out 
in which the chlorhydrin-treated lot was divided into two portions, one being 
planted at once in soil and the other being packed in moist moss and stored 
at 30° for three weeks before being planted in the soil at room temperature, 
In this latter case, therefore, the corms of the temperature-treated and 
chlorhydrin-treated lots were held at the same temperature throughout the 
test, the only difference being that one lot received chemical vapors and 
the other did not. The result of the experiment which was carried out with 
corms of the variety Maiden’s Blush is shown in text figure 7. It is seen 
that a part of the favorable effect of storage at 30° C. has been due to the 
more favorable conditions for rapid growth, and that corms previously 
treated with ethylene chlorhydrin could respond by giving more rapid 
forcing than was attained by the lots treated either with chemical alone or 
with warm-storage alone. 

It is believed that the effect of the warm-temperature storage treatment 
is two-fold: first, it aids in breaking the rest period and getting the buds into 
condition to grow; and second, it hastens the rate of growth of buds which 
can grow. With freshly-harvested corms of the varieties tested in these 
experiments, the temperature-storage treatment was unable to bring about 
the first of these effects, 7.e., breaking of dormancy, and consequently the 
second of these could not make itself felt. But at later stages in the rest 
period the treatment was successful in breaking dormancy and then this 
secondary factor, the favorable effect of the higher temperature upon the 
growth of buds, could become manifest. 


Treatments Inducing Multiple Sprouting 


When sprouting begins, untreated corms usually form one, two, or three 
sprouts per corm. There was a tendency for the ethylene chlorhydrin 
treatments to induce the development of a larger number of these buds. 
This was especially marked in the case of Alice Tiplady even in the earlier 
stages of the rest period, and in the case of Remembrance in the later stages. 
The multiple-sprouting response is shown in text figure 8. This effect 
would be unfavorable for the development of good blooms, but it might be 
of value if it would induce extra sprouts on varieties that cannot be multi- 
plied rapidly because of the sparseness of bulblet formation. 


Development of Blooms 


The earliest blooms were produced by Souvenir, the first blooms opening 
December 20. These were from the lots harvested August 26 and treated 
September 2. Blooming continued until February 1. Four cc. per liter for 
four days, three cc. per liter for three days, and two cc. for two days all 
induced early blooming and gave in all 19 blooms from 48 corms. The 
weakest treatment, one cc. per liter for one day, was less effective, giving 
three blooms from 15 corms. The flowers in all cases were of good quality. 
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The first bloom of Alice Tiplady variety opened on January 7 in the 
ethylene chlorhydrin treatment, four cc. per liter for four days, but only 
four other bulbs out of a total of 15 produced blooms by February 1. Of 
the other treatments three cc. per liter for three days produced one flower 
but the results were negative in all other cases. 


Text Fic. 8. Showing effect of ethylene chlorhydrin in inducing the development of 
a number of buds on the gladiolus corm, which usually produces one to three sprouts per 
corm. Variety, Alice Tiplady. 


With Maiden’s Blush the ethylene chlorhydrin treatment, two cc. per 
liter for two days, bloomed first on January 7 and other blooms late in 
January and early in February. In all 11 blooms were obtained from 16 
bulbs. This lot received extra light by means of electric bulbs suspended 
above the bench. 

No blooms of any variety were obtained by February 10 from any of 
the ether, ethylene, or warm-temperature storage lots. 

It will be noted that, even with the Souvenir and Maiden’s Blush treat- 
ments giving the most favorable blooming response, less than 50 percent 
of the plants produced blooms. An examination * of the stems of the plants 
that did not bloom showed that, in nearly every case, a flower-stalk had 
formed and had forced its way only partly up the stem; these blasted at 
different heights above the corm, some nearly reaching the top. This 
condition is called “blindness”’ and, according to Pridham (5), is common 
with gladiolus forced in the greenhouse. Pridham obtained a similar 


° For this information regarding the development of flower-stalks I am indebted to 
Dr. Norma E. Pfeiffer who will give a further report upon this phase of the subject. 
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response with gladiolus corms that had passed through their natural dormant 
period. Consequently the ‘‘blindness”’ of the plants in the present experi- 
ment is not thought to indicate a deficiency in the chemical treatment of 
the corms, but is regarded as a normal response of gladiolus to the con- 
ditions in the greenhouse during the winter months when the days are short 
and the light intensity is low. The light conditions during November, 
December, and January, during the present test were unfavorable for 
growth of plants, most of the days being cloudy or foggy. It is clear that, 
with gladiolus, a successful method for inducing early germination of the 
corms could solve only part of the problem of obtaining early blooming; 
the work would have to be supplemented by experiments on the most 
favorable conditions of light, temperature, and soil for inducing the pro- 
duction of blooms from the plants that had been induced to grow. 


SUMMARY 


I. Freshly-harvested gladiolus corms of several different varieties were 
treated with vapors of ethylene chlorhydrin in order to break the rest 
period. 

2. The results varied with the variety and with the stage of dormancy at 
which the treatment was applied. The varieties Souvenir, Maiden’s Blush, 
and Alice Tiplady responded to treatments applied within about a week 
after harvest; corms of the Halley variety did not respond satisfactorily 
to treatments until about a month after harvest; with Remembrance the 
. treatments were not successful at any stage of the rest period. 

3. Treating Halley corms at once after harvest induced sprouting but 
the sprouts did not continue to elongate; instead, they developed secondary 
corms which then went back into dormancy. 

4. Blooms of Souvenir were obtained in late December and early January 
from corms harvested on August 26 and treated on September 2. Alice 
Tiplady and Maiden’s Blush bloomed about three weeks later than Souvenir. 
Halley did not produce blooms at all. 

5. Not more than about 50 percent of the plants that grew furnished 
blooms. In such cases the non-blooming plants formed flower-stalks, but 
these blasted within the plant before emergence. Reasons are given for 
believing that this “‘blindness’’ was not induced by the chemical treatment 
but was caused by the unfavorable light conditions prevailing in the green- 
house during the winter months. 

6. Ethylene chlorhydrin treatments increased the number of sprouts 
produced per corm, particularly of the variety Alice Tiplady. 

7. Of the other treatments tried, exposure to ethylene gas and warm- 
temperature storage were not effective in breaking the dormancy of freshly- 
harvested corms, but they showed a favorable effect if applied at a later 
stage of the rest period. 
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THE USE OF CARBON DIOXID FOR PROLONGING THE LIFE OF 
CUT FLOWERS, WITH SPECIAL REFERENCE TO ROSES! 


Norwoop C. THORNTON 


For many years investigators have reported various treatments which 
were effective in increasing the life or preserving the color and appearance 
of cut flowers. These treatments have usually consisted in the addition 
of one or more chemicals to the water in which the flower stems were placed. 
Farrington (2), Fourton and Ducomet (3), Grinstead (4), and Laurie (7) 
reported chemical treatments that were favorable in prolonging the life of 
cut flowers. Knudson (6), however, in studying the effect of chemicals on 
flowers of relatively short duration of life, was unable to substantiate the 
results of the French workers. Hitchcock and Zimmerman (5) found no 
marked beneficial results from the use of fifty different chemical treatments 
many of which have been favorably reported on by other investigators. 
These authors as well as Perret (8) have shown, however, that low tempera- 
ture and relatively high humidity are effective in prolonging the life of 
cut flowers. 

So far as the writer was able to determine from the available literature 
no attempt has been made to prolong the life of cut flowers by altering the 
composition of the atmosphere about them. Investigating carbon dioxid 
storage of fruits, West (9) found that the life of apples was increased by 
one-third to one-half when held in 12-15 percent carbon dioxid. Brooks, 
Cooley, and Fisher (1) found that 100 percent carbon dioxid for six days 
produced a very decided inhibition of the activities of the apple so that in 
storage it developed color more slowly than the untreated apple. 

In some recent experiments the writer found that in carbon dioxid 
storage, fruits, vegetables, and flowers were affected in various ways, de- 
pending upon the concentration of gas, the temperature, and the variety 
of fruit, vegetable, or flower. Preliminary tests with flowers indicated 
that, in the case of the rose, carbon dioxid retarded bud opening and pro- 
longed the life of the flower. The purpose of this paper is to report the 
results of experiments dealing with the effect of carbon dioxid on cut flowers, 
principally roses. Other gases such as hydrogen, nitrogen, etc. have not 
yet been studied. A preliminary test with oxygen indicated that this gas 
hastened the maturing processes in rose flowers. 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
N. Y., published at the expense of the Institute out of the order determined by the date 


of receipt of the manuscript. 
es) 
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MATERIAL AND METHODS 


Rose buds of the varieties Mrs. F. R. Pierson, Briarcliff, Talisman, 
Double White Killarney, and Mme. Butterfly were procured from local 
florists. The roses were usually received the day that they were cut, 
though at no time were the flowers more than one day old at the beginning 
of the treatment. Rose buds were selected for freedom from injury and 
discolorations and only similar flowers were used. 

Roses were held in carbon dioxid for periods varying from twelve hours 
to seven days in order to observe the effect of length of storage, temperature, 
moisture, and the concentration of carbon dioxid on the life of the flower. 
In a few tests the roses were held at temperatures ranging from 32° to 
60° F., but the majority of the tests were made at either 38° or 50° F., 
since it is within this temperature range that most of the commercial 
florists keep their flowers. Before placing in storage, the flower stems were 
wrapped in a moist paper towel around which wax paper was folded so as 
to prevent drying. After removal from the storage cans, the roses were 
held in an inside unheated room at 75° F. (with stems in water) in order to 
observe the opening of the buds and the time of petal fall. 

The concentrations of carbon dioxid used in all tests were between 5 and 
80 percent in steps of five up to 30 percent and in steps of ten from 30 to 80 
percent. The roses were sealed in 35-liter tin cans (size 124 & 18 inches) 
during treatment. The seams of the cans were closed with paraffin. and 
the tops were sealed with plasteline clay. The desired concentration of 
carbon dioxid was obtained by placing a weighed amount of commercially 
manufactured ‘Dry Ice”’ (solid carbon dioxid) in a dish suspended inside 
of the can one inch from the top. The weight of ‘‘Dry Ice”’ used (3.5 gm. 
for 5%, 6.5 gm. for 10%, and 11 gm. for 15%) was not sufficient to alter 
the temperature in the can for an appreciable length of time. Gas analyses 
for the determination of the carbon dioxid content of the atmosphere about 
the roses were made at the beginning and at the end of the test period. 
For periods longer than one day the first analysis was taken twenty-four 
hours after the roses were placed in storage and the last one made as the 
roses were removed. For shorter storage periods the analyses were made 
immediately before the flowers were removed from storage. 

In view of the possibility of a commercial application of the carbon dioxid 
treatment to roses or to other flowers, an attempt was made to duplicate 
some of the conditions to be dealt with. It was estimated that the average 
florist’s case would be closed tightly for a period not exceeding sixteen hours 
each day and opened many times during the next eight hours. During 
the sixteen hour period enough carbon dioxid could be held in the case to 
aid in keeping the flowers, but during the eight hour period it would be very 
difficult to maintain a desirable concentration. With these considerations 
in mind a test was made exposing the rose buds to various concentrations 
of carbon dioxid in sealed cans during the sixteen hour period, then removing 
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them from the can for the next eight hours. This alternated carbon dioxid- 
air treatment was carried on for fourteen days at a constant temperature 
of 42° F., which is a temperature desired by commercial florists. In this 
test the usual commercial handling was given the roses: the stems were cut 
each day and kept in water during the entire period, but no petals were 
removed. 

It was necessary to refer to the bud opening in terms of the degree of 
unfolding of the petals such as one-quarter, one-half, and completely open. 
A completely open flower that was either wilted or had dropped petals was 
considered a worthless flower. The higher concentrations of carbon dioxid 
caused injury to the petals by either browning the edges or discoloring the 
veins at the base. The discolored veins stood out very markedly against 
the normal flower color. Injury other than the killing effect was evident 
by a change in color whereby a pink rose (Briarcliff) became grey or nearly 
white and a red rose (Mrs. F. R. Pierson) turned either somewhat blue or 
pink. All observations on the opening of the treated buds were recorded 
with reference to the dropping of petals or to the wilting of the check 
flowers. 

RESULTS 

When the period of storage was longer than one day, roses were benefited 
by carbon dioxid treatment within the range of 5-15 percent. Higher 
concentrations caused injury to Briarcliff and Mrs. F. R. Pierson, varying 
from slight at 20-25 percent to considerable at higher percentages. The 
Talisman rose buds were benefited by concentrations of carbon dioxid up to 
and including 30 percent, but were injured by 40 percent. Treated buds 
in all beneficial concentrations of carbon dioxid lasted from twelve hours 
to two days longer than the check flowers. Beneficial effects were most 
noticeable when the roses were held at 50° F. for seven days of storage. 
The check rose buds held at 50° F. for seven days usually opened one-half 
to three-quarters, then lost petals, while the treated ones remained nearly 
the same as they were at the beginning of the experiment. The lower the 
temperature, the less effective was the treatment during storage since at 
low temperatures the untreated buds were retarded in opening. However, 
upon removal to warm air the untreated buds opened and lost petals much 
more quickly than the treated ones. 


i Continuous Carbon Dioxid Treatment 


Text figure 1 shows the effect of temperature and carbon dioxid on 
Briarcliff rose buds. Untreated buds held for seven days at 38° F. opened 
very little as compared with those held at 50° F., and in addition the latter 
had lost many petals. The untreated buds sealed in cans during the storage 
period at 38° or 50° F. produced only 1.5 percent carbon dioxid which was 
not sufficient to alter their opening. Five percent carbon dioxid was 
beneficial for the buds held at 50° F. during the storage period. The treated 
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buds had opened less than the checks and failed to lose petals even upon 
vigorous shaking, but at the end of one day in warm air (75° F.) petal fall 
was noticeable. The visible effectiveness of the carbon dioxid treatment as 
seen in text figure 1 was not evident during storage at 32° F., but when 
removed to warm air (75° F.) the treated buds opened slowly and remained 
in good condition from one to two days longer than the check buds. 


38°F 50°F 
5% CARBON DIOXIDE 


Text Fic. 1. The effect of temperature and 5 percent carbon dioxid on Briarcliff 
rose buds held for seven days at 38° and 50° F. 


Seventeen-day Storage Period.—Storage of Briarcliff rose buds in carbon 
dioxid at 38° F. for seventeen days failed to give the beneficial results ob- 
tained with shorter periods of treatment. The check rose buds lost petalS 
before the end of the storage period, while the buds treated with 3 to 8 
percent carbon dioxid opened approximately one-half. Although higher 
concentrations (13 percent) of carbon dioxid retarded the opening of the 
buds, bleaching and other types of injury resulted. Even though the treat- 
ment was effective in prolonging the life of the roses while in storage, this 
beneficial effect was lost because of the fact that the buds opened rapidly 
and lost petals within a few hours after removal to warm air (75° F.)- 
These results show that a shorter period of storage is necessary if the check 
roses are to remain in a fair condition upon removal to warm air at 75° F. 

Seven-day Storage Period.—Tests in which Briarcliff, Mrs. F. R. Pierson 
and Talisman rose buds were held for seven day periods gave similar results 
for the three varieties. Briarcliff roses held in all concentrations of carbon 
dioxid were retarded in opening as shown in part by table 1 and Plate 
XXXVI, figures I and 2. Buds treated with 5-15 percent carbon dioxid 
inclusive were not injured, but those held in 20 percent carbon dioxid re- 
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TABLE I. Effect of Carbon Dioxid on Briarcliff Rose Buds Stored Seven Days 
at Different Temperatures 


Treatment | 32° F. | Boas 50° F. 60° F. 
Check B | B E xX 
5% COs A | A B x 

10% COs A | A A x 

15% COs | A A A x 

20% COs D D D oe 

25% CO2z PB. Ie D x 

30% COz P P RB xX 


A, good buds not more than 1/4 open. 

B, good buds 1/2-3/4 open. 

D, buds that have outer petals slightly injured or off color—easily removed. 
E, buds open, few petals falling. 

P, buds greatly injured. 

X, buds wilted—impossible to revive. 


ceived injury to the outermost petals. Increasing the concentration to 
25 percent caused browning of the petal edges and bleaching. Other types 
of injuries to the buds resulting from high concentrations of carbon dioxid 
were discoloration of the veins of the petals, extreme bleaching, and softening 
of the stems. Concentrations of carbon dioxid bringing about beneficial or 
injurious effects to the rose buds at 38° F. gave similar results at 50° F. 
A given concentration that was slightly injurious at 50° F. was greatly 
injurious at 32° F. At the other extreme of the temperature range (60° F.) 
there was practically no beneficial effect of the treatment. 

Like the Briarcliff, the Mrs. F. R. Pierson and Talisman rose buds held 
at 50° F. and the Mrs. F. R. Pierson at 38° F. were worthless at the end of 
the storage period, as shown in table 2. In contrast to these results the 
buds treated with 5-15 percent carbon dioxid were in good condition when 
removed from storage and remained so for one to two days when held in 
warm air. The Mrs. F. R. Pierson rose buds were slightly injured by 20 
percent carbon dioxid, the outer petals having blue spots. As the con- 
centration was increased the injury became more conspicuous. Unlike the 
other varieties, Talisman rose buds were benefited by 30 percent carbon 
dioxid without injury as shown in table 2 and Plate XXXVI, figure 3. 
Increasing the concentration to 40 percent injured the edges of the petals 
and the buds would not open completely when held under favorable con- 
ditions at 75° F. The Talisman rose buds vary somewhat as is evident in 
figure 3 where a few buds did not respond to the treatment. In general 
the buds were retarded from opening by concentrations of carbon dioxid 
greater than 5 percent. 
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TaBLE 2. Effect of Carbon Dioxid on Rose Buds Stored at Different Temperatures 


Sach), 38° F. 42° 50° ihe 60° F. 
Treat- Days in 
oo. pel Briar- Pier- Briar- Talis- Pier- Briar- Talis- Briar- 
cliff son cliff man son cliff man cliff 
3 B B B (é 
Check — : 
i 2 B E B Cc O x 
5% CO!) 7 A G A B B B ne 
3 A B A B 
Gs (CO) = 
et ae aie A B A B E A B x 
J 3 A A A A 
7 CO = 
ee Ge A A A A fe A A x 
3 D D A A 
20% CO aT - 
ie D D D ad Pe D A x 
3 D D A A 
25% CO — 
era ae P P P A P D A x 
3 D D A A 
30% COr = - 
7 P P P A P P A se 
B IP Ie A A 
40% CO, ———_s 
; 7 12 P 
3 P P D D 
50% COr ‘-— 


A, good buds not more than 1/4 open. 

B, good buds 1/2-3/4 open. 

C, buds open, no petals falling. 

D, buds that have outer petals slightly injured or off color—easily removed. 
E, buds open, few petals falling. 

O, worthless flowers, fully open petals falling or wilting. 

P, buds greatly injured. 

X, buds wilted—impossible to revive. 


Three-day Storage Period.—Shortening the storage period to three days 
altered only slightly the beneficial effect of carbon dioxid on the rose buds. 
The shorter period, however, changed the range of the injurious concen- 
tration of the gas to some extent as shown in table 2. Twenty percent 
carbon dioxid slightly injured the Briarcliff rose buds while 30 percent 
brought about a definite injury to only the outermost petals. Higher 
concentrations caused petal, bud, and stem injury as previously described. 

Plate XXXVII, figure 4 shows the effect of various concentrations of 
carbon dioxid on Briarcliff rose buds held three days at 38° F. These 
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roses were photographed three hours after they had been removed from 
storage to warm air (75° F.). Figure 5 shows the same roses as in figure 4 
after they had been held in the warm air (75° F.) for one day. The check 
roses at this time were losing petals, while the treated ones were in good 
condition at various stages of opening. The buds exposed to I5 percent 
or higher concentrations of carbon dioxid remained in good condition for 
two days after the check had begun to drop petals. 


80 
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DAYS OF STORAGE 


Text Fic. 2. Maximum concentrations of carbon dioxid that prolonged the life of 
the rose buds without causing injury during various periods of storage at 38° and 50° F. 


Talisman roses held in storage at 42°—-50° F. for three days were benefited 
by concentrations of carbon dioxid up to 40 percent, but were injured with 
higher concentrations. Buds held in 10-15 percent opened fairly rapidly 
and lasted one day longer than the checks, while those treated with con- 
centrations of 20-40 percent lasted from two to three days longer than 
the checks. 

Twelve-hour to Two-day Storage Periods —As shown in text figure 2 the 
range of favorable concentrations of carbon dioxid on the three varieties of 
rose buds held at 38°-50° F. remained the same for storage periods of two 
to three days. For the Briarcliff and Mrs. F. R. Pierson 15 percent gave 
favorable results without causing injury. Higher percentages of carbon 
dioxid during this period of storage caused injury to the rose buds. The 
Talisman rose buds were benefited by 40 percent and injured by higher 
concentrations of carbon dioxid. Shortening the period of storage to thirty- 
six hours or less allowed a very marked increase in the concentration of 
carbon dioxid that would not cause injury to the rose buds. The Briarcliff 
and Mrs. F. R. Pierson roses were benefited by 60 and injured slightly by 
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80 percent carbon dioxid during the first twelve hours of storage. The 
Talisman variety showed no injurious effects at any concentration during 
this period. For the various storage periods tested at temperatures of 38° 
and 50° F., text figure 2 shows that roses withstand a high concentration of 
carbon dioxid for only a short period, but a relatively low concentration for 
a long period gives more beneficial results. 

The opening of the rose buds stored for twelve hours was retarded by a 
range of 20-80 percent carbon dioxid. These concentrations aided in the 
keeping of the roses approximately twelve hours longer than the check. 
The buds in lower concentrations than 20 percent opened and dropped 
petals in a similar manner to the checks. Increasing the storage period 
from twelve to twenty-four hours decreased the maximum concentration 
that was beneficial without injury. Favorable concentrations (20-30 
percent) for this period prolonged the life of the roses one day. For a 
thirty-six hour storage period the roses receiving a 20 percent carbon dioxid 
treatment lasted one and one-half days longer than the checks. Even the 
10 percent carbon dioxid treatment was effective in the thirty-six hour 
storage in which case the roses lasted approximately twelve hours longer 
than the checks. In the forty-eight hour storage period the treated roses 
lasted as much as two days longer than the checks. The lasting quality 
of the Talisman rose was usually difficult to judge due to its habit of opening 
without losing petals. Because of this characteristic the lasting qualities of 
the treated buds were based upon wilting tendency. 


Alternated Carbon Dioxid-Air Treatment 


Five varieties of rose buds were used for the alternated carbon dioxid-air 
treatment. This treatment consisted in keeping the flowers in various con- 
centrations of carbon dioxid for sixteen hours and in air for eight hours each 
day. Observations were made after three, eight, and fourteen periods of 
treatment. At the end of the third and fourteenth period of treatment a 
set of flowers was removed to warm air (75° F.) to observe bud opening. 
Check buds in air were held in sealed cans for the same periods as the 
treated buds. 

Three Periods of Treatment.—The effect of alternated carbon dioxid-air 
treatment on the roses observed at the end of the third period compared 
favorably with the results of the two day continuous exposure test. The 
Mrs. F. R. Pierson rose buds held in 20 percent carbon dioxid developed a 
few blue spots on the outer petals. A concentration of 30 percent or more 
caused browning of the edges of the outer petals of the Double White 
Killarney and produced bleaching and bluing of the Briarcliff and Mrs. F. 
R. Pierson. The Talisman and Mme. Butterfly roses did not appear to 
be injured by any concentration of carbon dioxid used. 

After removal to warm air (75° F.) the check buds opened rapidly and 
lasted only one day. Buds treated with 5 percent carbon dioxid remained 


THORNTON — LIFE OF CUT FLOWERS 543 


in good condition for only a few hours longer than the checks. The roses 
which were held in concentrations of 10 percent or higher remained in good 
condition for twodays. The Talisman and Mme. Butterfly rose buds held in 
40 percent or higher concentrations of carbon dioxid opened slowly into 
nicely shaped and normal colored flowers by the end of the second day in 
warm air. At the beginning of the third day all rose buds had opened and 
in most cases petals were falling. 

Eight Periods of Treatment——As had been observed in former tests the 
carbon dioxid injury to the rose buds became more definite as the period of 
treatment was lengthened. After eight periods of treatment all the roses 
held in 30 percent and higher concentrations were injured. Roses in the 
lower concentrations of carbon dioxid were greatly benefited by the treat- 
ment. At this time photographs were taken of all roses except the Mrs. 
F. R. Pierson and Double White Killarney which did not show such marked 
favorable effects. Plate XX XVIII, figures 6, 7, and 8 show the effect of 
the carbon dioxid treatment on the three varieties of roses, Briarcliff, Mme. 
Butterfly, and Talisman. In every treatment carbon dioxid retarded the 
opening of the buds. The Briarcliff rose buds shown in figure 6 were greatly 
benefited without injury by 5-17 percent, inclusive, and were only slightly 
injured on the outermost petals by 20-23 percent carbon dioxid. The Mme. 
Butterfly rose, shown in Plate XX XVIII, figure 7, was benefited by 20-23 
percent carbon dioxid without causing injury though the outer petals had 
a tendency to curl. Talisman roses shown in figure 8 were retarded from 
opening by 5-II percent concentrations of carbon dioxid, whereas the check 
buds had opened and had lost some petals (fallen petals not shown in the 
photograph). 

Fourteen Periods of Treatment.—Fourteen periods of the alternated 
treatment using 20-23 percent carbon dioxid resulted in definite injury to 
the Briarcliff, Mrs. F. R. Pierson, and to the outer petals of the Double 
White Killarney. Lower concentrations caused no noticeable injury to 
the rose buds. The rose buds removed from the cans at the end of fourteen 
days were divided into two lots, one lot remaining at 42° F. in air and the 
other lot being placed in air at 75° F. At this time the check buds had 
opened considerably, but in the course of two to three hours those held at 
75° F. lost many petals, whereas those held at 42° F. lasted two days. 
Roses treated with 9-23 percent carbon dioxid opened from one-quarter to 
three-quarters during treatment. When held in air at 42° F. they lasted 
from three to four days, whereas those removed to warm air (75° F.) lasted 
only twelve hours. The rapid maturing of rose buds appears to be charac- 
teristic of a sudden change to a high temperature after a long period of 
storage at a low temperature. 


Carbon Dioxid Treatment of Other Flowers 


Flowers other than roses were held in storage for periods of four and five 
days with various concentrations of carbon dioxid. The gas treatment 
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prolonged the life of the flowers that were in the bud stage, but appeared to 
have no beneficial effects on the open ones. Gladiolus (two varieties, color, 
salmon-pink and rose-pink) and buds of the snapdragon, Antirrhinum 
majus Linn. (various colors), were retarded from opening by 15 percent 
carbon dioxid when held in storage four days at 38° and 50° F. When re- 
moved to warm air (75° F.) the treated flower buds opened much more slowly 
without loss of color and lasted longer than the checks. Increasing the 
concentration of carbon dioxid (20 percent on the rose-pink and 25 percent 
on the salmon-pink gladiolus and the snapdragon) caused bleaching of the 
buds already open and injury to those closed. When removed to warm 
air (75° F.) the injured buds opened about one-half with poor shape and in 
most cases with a wilted appearance. The bleaching effect did not extend 
to the closed buds except in very high concentrations of the gas which also 
darkened the buds and injured the spike. The cosmos held in 15 percent 
carbon dioxid four days at 50° F. did not lose petals as easily as the checks. 
At a higher concentration of 25 percent, both the stem and petals of the 
cosmos were injured. The Jersey’s Beauty dahlias held four days at 
50° F. were not noticeably altered by 10 percent, but they were bleached 
and injured by 15 percent and higher concentrations of carbon dioxid. 

Carnations and sweet peas (Lathyrus odoratus Linn.) were included in the 
alternated carbon dioxid-air treatments. The carnation, variety Matchless, 
was greatly benefited by 5-11 percent and slightly benefited by 15-17 
percent carbon dioxid as compared with the check. Other varieties, 
Surprise and Betty Lou, showed some beneficial effects of the carbon dioxid 
treatment. Carnations treated with low concentrations of carbon dioxid 
usually did not close or become ragged as quickly as the checks, while higher 
concentrations of carbon dioxid promoted the development of a ragged 
condition of the flowers during storage. Sweet peas, on the other hand, did 
not show any beneficial effects of the carbon dioxid treatment. 


Carbon Dioxid Treatment of ‘‘ Ferns ”’ 


Further variation in response to the carbon dioxid treatment was ob- 
served in the tests made on two varieties of ferns used by florists. The 
broad frond fern Aspidium spinulosum var. intermedium (O. F. Muller) Sw. 
was held seven days at 50° F. in 15 percent carbon dioxid without any 
apparent change, but was killed by a concentration of 25 percent. 
‘‘ Asparagus fern,” Asparagus plumosus Baker, was apparently not affected 
by any concentration of carbon dioxid used. None of the fern tests showed 
any beneficial effects of the treatment over that of the check ferns. 


DISCUSSION 


From a commercial standpoint the beneficial effects of a carbon dioxid 
treatment for prolonging the life of rose buds may become of considerable 
value. Florists usually do not sell roses for home use that have been in the 
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refrigeration case more than three days. On the other hand rose buds 
subjected to carbon dioxid treatment remain in good condition for seven 
days. After a seven-day treatment these roses lasted fully as long at room 
temperature as the untreated ones that had been removed from normal 
storage at the end of three days. From these results it is seen that roses 
may be kept in carbon dioxid storage an additional four days. These 
beneficial results apply to roses held in 15 percent carbon dioxid at either 
38° or 50° F. 

Storage temperatures of 38° and 50° F. were selected as being the 
extremities of the range used by commercial florists. Roses held for any 
period of storage at 38° F. usually opened a little more slowly than those held 
at 50° F., but the effects of the carbon dioxid treatment were found to be 
approximately the same at either temperature. This did not hold true for 
treatments at 32° F. in which case injuries for a given concentration were 
much more pronounced. For example, 25 percent carbon dioxid at 38° or 
50° F. caused slight bleaching and browning of petals whereas at a208 is 
the buds were greatly bleached, veins were discolored, and considerable 
browning was evident. 

Rose buds only slightly injured by carbon dioxid (20 percent for seven 
days and 20-25 percent for three days) could no doubt be used by the 
florist. After the outer three or four petals that were either browned, 
bleached, or rolled had been removed, according to the present commercial 
practices, the buds opened slowly and lasted slightly longer than those 
treated with 15 percent carbon dioxid. Rose buds greatly injured by carbon 
dioxid in any period of storage were of no commercial value. Talisman 
rose buds when slightly injured by carbon dioxid did not open as well or 
last as long as the check buds. The individual variation in Talisman rose 
buds was much greater than in any of the other varieties used regardless of 
whether or not they had received carbon dioxid treatment. This varied 
response of different varieties of roses to carbon dioxid treatment is of 
sufficient interest to warrant further investigation if a commercial appli- 
cation is made of this work. 

The effectiveness of the carbon dioxid treatment in keeping the roses in 

-the bud stage during storage was somewhat altered by moisture conditions. 
Rose buds with stems held in a moist condition (stems wrapped in moist 
paper towel that was covered with wax paper) did not open as much as 
those held with stems in water. In repeated tests where all conditions, 
except moisture, were the same, it appeared that holding rose stems ina 
moist condition retarded the opening of the buds. However, it was not 
necessary to hold these buds in a high humidity to prevent wilting when 
removed to warm air after seven days of storage. Rose buds held with stems 
in water during storage at 38° or 50° F. opened slightly, even when exposed 
to fifteen percent carbon dioxid. Although the carbon dioxid is very 
effective in holding the roses in the bud stage regardless of moisture con- 
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ditions, it is an additional advantage to have the stems wrapped in moist 
paper. It appears that the florist might hold the excess stock of rose buds 
with stems in a moist condition in carbon dioxid storage at 38° to 50° F. 
for three to seven days. At the end of the storage period the buds could 
be removed to the show case or could be sold direct to the trade. Although 
for these experiments rose buds were stored in small containers, it is apparent 
that in large storage boxes the air must be constantly stirred in order to 
maintain a uniform concentration of the gas. 


SUMMARY 


1. Carbon dioxid treatment was effective in prolonging the life of cut 
roses under the following conditions: 

a. When stored for three to seven days at 38° and 50° F. in a concen- 

tration of carbon dioxid between 5 and 15 percent for Briarcliff and 
Mrs. F. R. Pierson, and between 5 and 30 percent for Talisman. 

b. When subjected to an alternated carbon dioxid-air treatment (16 
hours in 5-17 percent carbon dioxid and then eight hours in air 
at 42° F.) for three, eight, or fourteen days. 

2. Carbon dioxid storage of rose buds should not be greatly in excess of 
seven days which is approximately the limit for untreated roses to be held 
at 38° to 50° F. Roses in carbon dioxid storage for longer periods remained 
in the bud stage, but upon removal to warm air they lost petals very 
rapidly. 

3. Carbon dioxid retarded the opening of rose buds, this effect being 
more pronounced as the concentration of carbon dioxid was increased. 
Treated roses lasted four days longer in storage and from twelve hours to 
two days longer after removal from storage than the untreated roses. 

4. Rose buds opened more slowly when their stems were wrapped with 
moist paper than when the stems were kept in water. 

5. Carbon dioxid treatment appeared to be more eftective for flowers in 
the bud stage than for those which were already open. 

6. Injuries due to high concentrations of carbon dioxid for storage 
periods exceeding two days were as follows: 

a, Outer three or four petals slightly bleached and discolored or curled. 

b. Many petals discolored such as bleaching, browning, or bluing. 

c. Failure of buds to open, discoloration of petal veins, and softening 
of stems. 

7. Roses subjected to excessive concentrations of carbon dioxid for too 
long a time suffer the injuries described under paragraph 6. Roses stored 
under the conditions recommended in paragraph 1 above showed no injuries. 
It is possible that the limits of concentration and time may be somewhat 
extended when injured outer petals are removed from the buds. 


The writer is greatly indebted to the Dry Ice Corporation of America 
for furnishing funds and for making helpful suggestions toward the carrying 
on of this investigation. 
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THREE VARIETIES OF ROSE BUDS HELD AT 42°F UNDER 
ALTERNATED CARBON DIOXIDE-AIR TREATMENT CARBON DI- 
OXIDE FOR 8 PERIODS OF I6 HOURS EACH AND AIR FOR 
9 PERIODS OF 8 HOURS EACHD 
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LOCAL LESIONS ON BEAN LEAVES INOCULATED WITH 
TOBACCO MOSAIC VIRUS?! 


W. C. Price 


INTRODUCTION 


Necrotic lesions appear at the points of inoculation when tobacco mosaic 
virus is rubbed over the surfaces of leaves of a number of species of Nicotiana. 
Holmes (1) studied the development of such lesions in five different Nicotiana 
species. Lesions occurring on N. glutinosa make their appearance the 
second day after inoculation and are well developed on the fourth or fifth 
day. Since their number is largely determined by the concentration of 
Virus in the inoculum, the lesions have been made the basis of a method for 
the rapid determination of virus concentration. 

The purpose of this paper is to describe briefly similar necrotic lesions 
which occur on the leaves of certain varieties of the common garden bean, 
Phaseolus vulgaris, when they are inoculated with the virus of tobacco 
mosaic, and to suggest a possible use of these lesions in measuring virus 
concentration. 

In securing virus for use as inoculum, care was taken to obtain samples 
that contained no virus other than that of tobacco mosaic. Samples of 
virus obtained from several different sources were used. All these samples 
resulted in the production of similar lesions on inoculated leaves of sus- 
ceptible bean plants. The number of lesions produced on the leaves was 
roughly proportional to the concentration of virus used as inoculum. There 
was a multiplication of the virus in leaves on which local lesions developed. 
It is therefore believed that the disease described was caused by the virus 


of tobacco mosaic. 
MertTHop 


The method of inoculation used in the experiments reported herein was 
similar to that used by Holmes in his work on JN. glutinosa. A cheese- 
cloth pad, saturated with virus solution, was rubbed once over the entire 
upper surface of each bean leaf. The inoculated leaves were washed 
immediately with tap water in order to remove any excess virus. 

Plants were grown in pots for eight to twelve days before inoculation. 
In general, the first young compound leaves were just appearing at this 
time. 


! Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the date 


of receipt of the manuscript. 
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Pea (navy) bean seed used in these experiments was obtained from a 
local grocery store. For this reason, the pea bean was treated separately 
and is not considered here as a distinct variety. Seed of the 77 varieties 
listed in table 1 was secured from four reliable seedsmen. 


DEVELOPMENT OF LocaL LESIONS ON THE PEA (Navy) BEAN 


The pea bean was used in the first attempt to inoculate leaves of bean 
plants with tobacco mosaic virus. Simple leaves of 14 pot-grown plants of 
the pea bean were inoculated soon after the first compound leaves made 
their appearance. The source of inoculum was a pure strain of the common 
field type of tobacco mosaic diluted 1 : 20 with water and kept frozen at 
— 6° to — 10° C. for four years. Two days after inoculation, 50 to 200 
necrotic lesions appeared on each of the inoculated leaves. These lesions 
were one-half millimeter in diameter or smaller and each consisted of a 
pale necrotic area surrounded by a ring of dark red tissue. They increased 
slightly in size but never became much larger than one-half to one millimeter 
in diameter. Six similar plants inoculated in the same manner but with 
water as inoculum did not develop lesions. Sixteen other bean plants 
inoculated with juice from healthy tobacco plants remained free of lesions. 
Similarly, four uninoculated plants remained free of lesions. To confirm 
this result, 12 plants were inoculated with an undiluted virus extracted from 
diseased NV. tabacum plants. All developed lesions two days later. Eight 
plants inoculated with water and four plants uninoculated did not develop 
lesions. These experiments indicate that tobacco mosaic can be trans- 
mitted to the pea (navy) bean. Experiments on the transmission of the 
virus of tobacco mosaic from beans to tobacco are discussed in another 


part of this paper. 
VARIETAL SUSCEPTIBILITY 


Transmission of tobacco mosaic virus to pea beans immediately suggested 
the possibility of transmission to other varieties of beans. Consequently, 
77 commercial varieties of Phaseolus vulgaris were tested for susceptibility 
and resistance. Plants for this test were grown in four-inch pots until 
the first compound leaves had fully developed. The simple leaves, which 
are the first to develop above the cotyledons, were inoculated with an 
undiluted virus secured from mosaic N. tabacum plants that had become 
infected three weeks earlier from inoculation with a 1 : 100,000 dilution of 
tobacco mosaic virus. The results of this test are presented in table 1, 
in which the number of plants of each variety inoculated, the number of 
plants on which lesions appeared, and the number of check plants are listed. 
These varieties are separated into three groups depending upon their sus- 
ceptibility. In the first group, every plant inoculated developed local 
necrotic lesions; in the second group, lesions appeared on one or more 
plants of each variety inoculated; in the third group, none of the plants 
inoculated developed lesions and all were apparently healthy at the end of 
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six days. Plants in the third group were reinoculated on the sixth day in 
order to detect any extremely resistant variety not infected in the first 
attempt. Compound leaves were now inoculated with virus from the same 
source as that used in the first attempt. With one exception, all the plants 
reinoculated remained healthy for as long as 14 days. This exception was 
one of 16 reinoculated plants of the variety Kentucky Wonder which 
developed numerous necrotic lesions on the inoculated leaf. An explanation 
for this behavior has not been found but it is possible that seed of the variety 
was impure or not true to type. 

Part of the above experiment was repeated using tobacco mosaic virus 
from a different source and the 15 varieties found to be susceptible. Plants 
of each variety were inoculated with an undiluted virus which had been 
frozen at — 6° to — 10° C. for more than two weeks. The results of this 
experiment, presented in table 2, confirm those of the first test. 

In addition, plants of Vicia faba and Vigna sinensis were tested at the 


Text Fic. 1. Typical lesions produced on leaves of Scocia bean following inoculation 
with tobacco mosaic virus. The leaf at the right was not inoculated. 


same time as plants listed in table 1. No lesions were developed on plants 
of either of these species. 

Lesions on all susceptible varieties resembled in appearance those 
described on pea beans. The lesions varied slightly in size and considerably 
in number on the different varieties. In some varieties, only eight or ten 
lesions were produced on each inoculated leaf; in others, several hundred 
lesions developed on each leaf. Text figure 1 shows typical lesions produced 


on the variety Scotia. 
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Infected plants were under observation for at least three weeks during 
which time no indication of a systemic infection was noticed. Leaves 
formed after plants had been inoculated developed neither mottling nor 
necrotic lesions and appeared normal in every respect. 


TRANSFER OF VIRUS FROM BEAN TO TOBACCO 


An attempt was made to transfer tobacco mosaic virus from the lesions 
on bean leaves to tobacco plants. The inoculum used for this test was 
obtained from varieties which exhibited a large number of lesions on inocu- 
lated leaves. An infected leaf was folded in cheesecloth, pounded to express 
the juice, and rubbed over the upper surface of each leaf of one or more 
N. tabacum plants and one N. glutinosa plant. Check plants were treated 
in exactly the same way except that the inoculum used was obtained from 
inoculated leaves of varieties which did not develop necrotic lesions. The 
results of this experiment are shown in table 3. Since all the leaves used 


Text Fic. 2. Lesions produced on leaves of Early Golden Cluster beans following 
inoculation with tobacco mosaic virus. Leaf 1 was inoculated with an undiluted virus, 
leaf 2 with a 1 : ro dilution, leaf 3 with a 1 : 100 dilution and leaf 4 with a I : rooo dilution. 


in this test had been previously inoculated with an undiluted virus it might 
be expected that all of them would retain a small amount of virus. How- 
ever, considerably more virus would be expected in any leaves in which 
multiplication might have occurred. The relatively large number of lesions 
produced on leaves of NV. glutinosa when inoculated with juice from leaves of 
Scotia and Early Golden Cluster is evidence that the virus had multiplied 
in leaves of these plants. The fact that all 11 plants inoculated with juice 
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from diseased leaves developed symptoms of tobacco mosaic, while only 
three of the 15 plants inoculated with juice from leaves on which no lesions 
occurred became infected, is significant and indicates that the virus had 
multiplied in the infected plants tested. 


DiLutTIon EXPERIMENTS 


If the number of lesions appearing on the leaves of inoculated plants can 
be correlated with the concentration of virus used as inoculum, it might be 
possible to use the number of lesions as a measure of virus concentration. 
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Text Fic. 3. Phaseolus vulgaris var. Early Golden Cluster as test plant. Figures 
3 and 4 show the effect of diluting tobacco mosaic virus samples. In each case, the number 
shown represents the average number of lesions appearing for each leaf when eight leaves 
are rubbed with the virus sample tested. 

Text Fic. 4. Phaseolus vulgaris var. Scotia as test plant. 


In tests to determine whether such a correlation exists, plants of the varieties 
Scotia and Early Golden Cluster were used because the lesions appearing 
on the leaves of these varieties are numerous and large enough to be easily 
counted. Juice was extracted from mosaic tobacco plants, immediately 
diluted with water, and kept frozen until used for inoculation. After the 
first compound leaves had appeared, eight plants of each of the varieties 
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were inoculated by rubbing a given dilution of virus over the upper surfaces 
of the leaves. The dilutions of virus samples used in this test were, un- 
diluted, 1 : 10, 1: 100, and 1: 1000. The result of the test is shown on 
leaves pictured in text figure 2. Lesions appeared on these plants the second 
day after inoculation but were not counted until the fifth day when they 
were somewhat larger. The number of lesions on each inoculated leaf is 
graphically shown in text figures 3 and 4. These figures show that the 
number of lesions decreases as the virus sample becomes more dilute. 
More extensive experiments are necessary to determine how well this 


TABLE 1. Susceptibility of Bean Varieties to Tobacco Mosaic * 


No. of 
No. of No. of Plants In- No. of 
Variety Inoculated Plants In- Plants oculated | Plants not 
oculated Infected with Inoculated 
Water 
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TABLE I.—Continued 


. No. of No. of Bae No. of 
Variety Inoculated Plants In- Plants oculated | Plants not 
oculated Infected with Inoculated 
Water 
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* This table shows the bean varieties on which local necrotic lesions are produced when 
the leaves are rubbed with virus of tobacco mosaic. All check plants shown in the last two 
columns remained free of lesions. 


correlation holds under various conditions. The tests indicate that it 
will be possible to work out a standard measure of virus concentration 
using plants of one or more of the susceptible bean varieties. 


DISCUSSION 


The fact that bean plants are easily and quickly grown from seed makes 
them desirable for use in measuring tobacco mosaic virus concentration. 
Two or three-months are required to grow JN. glutinosa plants to the stage 
at which they are suitable for inoculation. Bean plants, however, require 
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only eight or ten days to reach this stage. Obviously, the saving in time is 
considerable. 

Many varieties of beans have proven to be susceptible to the virus of 
bean mosaic. Plants affected with this mosaic have a distinct mottled 
appearance quite different from the appearance of plants on which necrotic 


TABLE 2. Varietal Susceptibility * 
No. of 
No. of Plants 
No. of No. of Plants In- Inocu- 
Variety Inoculated Plants In- Plants oculated lated 
: oculated | Infected with with 
Water Healthy 
Juice 
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* The table confirms the results of groups 1 and 2 of table 1. Check plants inoculated 
with water (column 3) and plants inoculated with juice from healthy tobacco (column 4) 
remained free from lesions. 


TABLE 3. Tvansfer of Tobacco Mosaic Virus from Lesions on Bean 
Leaves Back to Tobacco Plants * 


No. of No. of ; 
Variety Used as a Source of Inoculum N. tabacum N. tabacum No. Lesions 
Plants In- Plants In- on N. 
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Many lesions following inoculation: 
Tel deal Marke tye aan cts, eee arn tae ee: I I I 
Zp Pap quay ledendby? INSUUAN 4 Gad oancdocunGeaouae 2 2 6 
Sie Cree ING MANAG, Goud one an amo hod Ooo ad wad I I if 
AS SCOR Shy cue eaters Con ete aor eee ee I I 49 
So ldavdhy Gollclem ChUISHOe, © csc p ope oon scenes I I 35 
No lesions following inoculation: 
Hy Wiewiess IDhomiela WUT con oan annasceeneuae 2 fe) e) 
7mcloiceulcucaly Gran cris). antennae tei 2 2 (e) 
Gh lemolhiine (Ceomenain IBlkyelke Wiese. noo acon sau oe 2 I te) 
O, Migmerse Swidin@Oss, 550500005 a05000n0000n6- 2 (0) Oo 
1O4 Gonstello wre tyecn hu aera: eee eee 2 Ce) fe) 


* The table shows the number of N. tabacum plants infected and the number of lesions 
developed on single plants of N. glutinosa when their leaves are rubbed with juice from 
inoculated bean leaves. Varieties 1-5 are those on the leaves of which lesions were produced 


following inoculation with mosaic virus. Varieties 6-ro are those on the leaves of which no 
lesions occurred following inoculation. 
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lesions are produced as a result of inoculation with tobacco mosaic virus. 
Reddick and Stewart (2, 3) tested a large number of varieties for resistance 
to bean mosaic. It is interesting to note that there is no correlation between 
susceptibility to tobacco mosaic and susceptibility to bean mosaic. Some 
varieties, such as White Creaseback, susceptible to tobacco mosaic, are 
immune to bean mosaic. Other varieties, such as Red Kidney, which are 
immune to tobacco mosaic, are susceptible to bean mosaic. Still other 
varieties, such as White Marrow, are resistant to both. 

Local lesions caused by the virus of the ring spot disease of tobacco have 
been reported by Wingard (4) on kidney bean and on lima bean. Neither 
of these developed lesions when plants were inoculated with virus of tobacco 
mosaic. Plants of some of the varieties of beans susceptible to infection 
with tobacco mosaic virus have been inoculated with a sample of ring spot 
virus. The lesions produced by this virus are similar to but distinctly 
different from those caused by tobacco mosaic on the same varieties. 


SUMMARY 


I. Certain varieties of the common garden bean, Phaseolus vulgaris, 
develop local necrotic lesions when juice containing virus of the ordinary 
field type of tobacco mosaic is rubbed onto the upper surfaces of the leaves. 

2. More virus was recovered from bean leaves on which lesions occurred 
than from similarly inoculated leaves of immune varieties on which no lesions 
occurred. This indicates that multiplication of virus took place in leaves 
of susceptible varieties. 

3. Fewer lesions appear on leaves inoculated with dilute samples of virus 
than on leaves inoculated with concentrated samples. Curves are presented 
which indicate the possibility of using the number of lesions on susceptible 
varieties of beans as a measure of virus concentration. 
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AN IODIMETRIC METHOD FOR DETERMINING OXIDASE 
ACTIVIEY 4 


Joun D. GuTHRIE! 


The usual methods for estimating oxidase activity depend on either the 
production of a colored substance,” or the measurement of the volume of 
oxygen absorbed. Recently an electrometric method has been suggested.‘ 
Colorimetric methods are often inapplicable on account of pigments or 
turbidity in the extracts to be tested. Methods measuring the oxygen up- 
take require special apparatus. The method to be described here requires 
no unusual equipment, is easy to use and reasonably accurate. With it as 
many as sixteen determinations have been made at the same time. 

In a previous paper,’ it was noted that potato juice contains a substance 
or substances that may be titrated with iodine in acid solution (trichloro- 
acetic acid) and that this titration decreases on exposure to air. Ordinarily 
five cc. of juice reduces about 0.5 cc. of V/100 iodine. However, juice from 
one lot of potatoes was found to reduce 2.0 cc. of N/1o0o iodine. It was 
thought that this might be due to a low content of oxidase, the substance 
responsible for the iodine reaction not being oxidized in the process of extrac- 
tion for this reason. In order to test this point, juice of this lot of potatoes 
was boiled and filtered. It still reduced 2.0 cc. of N/100 iodine. To 50-cc. 
portions of this boiled, filtered juice, 1 cc. of fresh juice from the same lot of 
potatoes and also I cc. from a lot giving the usual iodine titration were added. 
On exposing these mixtures to air in a thin layer, the iodine titration of the 
one containing the juice suspected of being low in oxidase had decreased 
0.8 cc. after forty-five minutes, while the titration of the one containing 
juice of the other lot had decreased 1.4 cc. A water blank decreased 0.2 cc. 

These results suggested that if a substance could be found that would 
reduce iodine in acid solution and which would also be oxidized by the air 
in the presence of potato juice, a convenient method would be available 
for determining oxidase. Cysteine was first tried. Its oxidation is cat- 
alyzed by potato juice, but the reaction proved to be autocatalytic and 
therefore unsuitable for the purpose. The autocatalytic nature of the 
oxidation of cysteine has been previously noted.® 

* Herman Frasch Foundation for Research in Agricultural Chemistry, Paper No. 6. 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers 
New York. 

2 J. A. Dye, Proc. Soc. Exptl. Biol. Med., 24, 640-642 (1927). 

°H. H. Bunzel, THis JOURNAL, 34, 303-316 (1912). 

* A. E. Stearn and A. A. Day, J. Biol. Chem., 85, 299-306 (1929). 

SIH, 1s, Denny, L. P. Miller and J. D. Guthrie, Am. J. Botany, 17, 483-509 (1930). 

°M. Dixon and H. E. Tunnicliffe, Proc. Roy. Soc. (London), 94B, 266-297 (1923). 
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Szent-Gyorgyi 7 has noted the iodine reaction of plant juices and has 
isolated a substance that reduces iodine in acid solution from the adrenal 
cortex, orange and cabbage. He finds it to be a hexuronic acid. For 
this reason glucose that had been warmed with dilute sodium hydroxide 
was tried, since this product is known to contain a great variety of carbo- 
hydrate derivatives and it was thought that some of these might reduce 
iodine in acid solution. It was found that the iodine titration was quite 
large. Tests showed that it decreased on exposure to air and that this 
oxidation was catalyzed by potato juice. 

Preliminary Work.—During the first part of the work, the reaction was 
carried out in liter beakers, 25 cc. of the reacting mixture being exposed 
in a thin layer in the bottom. At intervals, 5-cc. aliquots were drawn, 
Io cc. of 10% trichloro-acetic acid was added and titrated with N/t00 
iodine, using starch as an indicator. The first difficulty encountered was 
a high blank, but it was found that clearing the substrate with decolorizing 
charcoal obviated this. It was also found that the conditions for aeration 
were unsatisfactory, since the rate of oxidation ceased to be directly pro- 
portional to the concentration of enzyme when more than I cc. of potato 
juice was used. Carrying out the reaction in aeration tubes corrected this 
difficulty. This improvement necessitated the use of a foam breaker. 
Capryl alcohol was tried, but all samples available interfered with the end- 
point, probably due to some impurity. It also had a slight retarding effect. 
Amy] alcohol, while not affecting the end-point, was decidedly injurious to the 
enzyme. Paraffin oil, although not so efficient a foam breaker as the higher 
alcohols, was finally chosen. In order to test the effect of foaming, the ad- 
dition of digitonin was tried. It greatly increased foaming but did not affect 
the results. Asan additional improvement it was found that more accurate 
results could be obtained by adding a known quantity of iodine, allowing to 
stand and then titrating the excess with thiosulfate. 

Preparation of Substrate.—Dissolve 40 g. of glucose in 400 cc. of N sodium hydrox- 
ide, place it in a 500-cc. Florence flask and immerse in a water-bath at 80° for fifteen 
minutes. Remove and neutralize at once by adding 10 cc. of 85% phosphoric acid. Add 
25 g. of decolorizing charcoal (Norit A was used) and allow to stand overnight. Filter and 
add 25 g. of decolorizing charcoal to the filtrate. Allow to stand for fifteen minutes and 
filter. Dilute a small portion of the filtrate about one to five and determine the Pu value. 
If it is not close to PH 6.5, adjust to this PH with N sodium hydroxide or N hydrochloric 
acid. The addition of 2 cc. of either to roo cc. of the filtrate shifts the acidity about 0.1 PH. 
The iodine value for 25 cc. should be equal to about 60 cc. of N/50. Before using, dilute 
the filtrate with an equal volume of water. 

The Method.—Pipet 25-cc. portions of the diluted substrate into Van Slyke-Cullen § 
aeration tubes. Add 2 cc. of the juice or extract containing the enzyme. For each determi- 
nation run a blank, using 2 cc. of the boiled, filtered juice or extract. Add five drops 
of paraffin oil to each tube and aerate for one hour. Wash into 300-cc. Erlenmeyer flasks 
containing 25 cc. of 10% trichloro-acetic acid, adding in all about 50 cc. of water. Add 


g Szent-Gyérgyi, Biochem. J., 22, 1387-1409 (1928). 
8D, D. Van Slyke and G. E. Cullen, J. Biol. Chem., 19, 211-218 (1914). 
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50 cc. of N/50 iodine in N/1o potassium iodide and allow to stand for thirty minutes. Ti- 
trate with N/roo sodium thiosulfate, using 1 cc. of 1% starch paste as an indicator. Titrate 
the blank first and the determination immediately afterward. The difference between 
these titrations is a measure of the oxidase activity of the sample. 

Accuracy of the Method.—In order to test how nearly results could be duplicated, 
twelve determinations were made on the same lot of potato juice. The average value was 
6.15 cc. with an average error of +0.15 cc. To see how nearly the substrate could be 
duplicated, four batches were prepared and used with the same potato juice. The average 
value was 6.50 cc. with an average error of +0.2 cc. This was repeated with four other 
batches of substrate and other potato juice. The average value was 6.8 cc. with an average 


error of + 0.15 cc. 

Choice of Pu Value.—Acidity of the reacting medium greatly affects the activity of 
enzymes. Therefore, a series of determinations was made at various PH values. These 
were obtained by the addition of N sodium hydroxide or N hydrochloric acid to the sub- 
strate. The quinhydrone electrode was used. Some difficulty was experienced, probably 
due to the interference of reducing substances. On the concentrated substrate values that 
were too alkaline were obtained. More acid values, which are believed to represent nearly 
the true PH, were obtained by diluting with about five volumes of water and using a large 
amount of quinhydrone. | This effect is probably brought about by diluting the interfering 
substances and thereby minimizing their effect. Several experiments were made to deter- 
mine the effect of the PH value of the substrate. A curve showing one of these, which is 
typical of the others, is shown in Fig. 1. Between PH 6.0 and PH 7.0 the oxidase activity 
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Fic. 1. Showing the effect of hydrogen-ion concentration on the oxidase activity of potato 
juice. Aerated for one hour; two cc. of juice used. 


is not greatly affected. Therefore, PH 6.5 was chosen as the best for carrying out the 
determinations. Bunzel* has investigated the effect of hydrogen-ion concentration on 
oxidase activity and recommends approximate neutrality for making the determinations. 
His data, however, are insufficient to show the exact form of the Pu-oxidase curve espe- 
cially between PH 6.0 and 7.0. 


Effect of Concentration of Enzyme and Time of Aeration.—In order to 
test the effect of the concentration of enzyme and decide on the time of 
aeration, experiments were made using one, two, three and four cc. of potato 


juice and aerating for different periods. In the first experiments which were 
°H. H. Bunzel, ibid., 28, 315-333 (1916). 
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aerated for two hours the oxidase activity was not linear with the concen- 
tration, but curved upward. This tendency was negligible when the aera- 
tion was only for one hour. It was found that the reason for this was the 
protective action of the juice, the enzyme in the tubes containing the larger 
amounts of juice being better protected. This protective action is present 
in the boiled, filtered juice. Therefore, an experiment was made in which 
the tube with 1 cc. of fresh juice contained also 3 cc. of boiled juice, the 
tube with 2 cc. of fresh juice, 2 cc. of boiled juice, and so on. Thus each 
tube contained 4 cc. of juice, but different amounts of enzyme in each. 
The results are shown in Fig. 2. It will be seen that the oxidase activity 


) I Fresh juice, cc. 3 4 
4 3 30iled juice, cc. I 0 


R, 120 minutes; S, 60 minutes; T, 30 minutes. 


Fic. 2. Showing the effect of enzyme concentration and time of aeration. Circles deter- 
mined with usual substrate concentration, crosses with half this concentration. 


is almost linear with the concentration of enzyme even with two hours’ 
aerating. Up to one hour the reaction is linear with time. In the second 
hour the reaction goes more slowly, showing that some enzyme is being 
destroyed. Therefore, one hour has been chosen for the time of aeration. 
Points are also given for the one-hour aeration curve in which half the usual 
concentration of substrate was used. Very little difference is noted, showing 
that in this range substrate concentration is not an important factor. 

Results with Other Plants.—In order to see if the methods could be 
used on other materials besides potato juice, several other plant juices were 
tried. The results are shown in Table I. Qualitative tests were also made 
with the indophenol reagent.'!? The quantitative results correlate well with 
the qualitative. 

10H. M. Vernon, J. Physiol., 42, 402-432 (1911). 
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TABLE [| 


APPLICATION OF METHOD TO VARIOUS PLANTS. Two Cc. OF JUICE USED UNLESS 
OTHERWISE NOTED 


Plant Iodimetric oxidase Indophenol oxidase 
Onion (bulb) 0.6 0.4 ~ 
Turnip (root) OF OB = 
Beet (root) Tone ++ 
Beet (leaves) aikoe sal SPS 
Carrot (root) Dah Bag + 
Apple (fruit) PA Dee +--+ 
Tomato (leaves) 0.5 cc. 11.8 sR ESR SESE 
Tomato (stems) 0.5 cc. ee 5-5 
Tobacco (healthy leaves) 0.5 cc. 4.4 = ae 
Tobacco (mosaic leaves) 90.5 cc. 12.8 +++-++ 

Summary 


An iodimetric method is given for the estimation of oxidase activity. 
Oxidase activity as measured by the method is a linear function of the 
enzyme concentration. The effect of hydrogen-ion concentration on potato 
oxidase has been studied. The method is applicable to a variety of plants. 


YONKERS, New York 


Reprinted from the AMERICAN JOURNAL or Borany, XVII: 789-805, October, 1930 


LOCAL AND SYSTEMIC INCREASE OF TOBACCO 
MOSAIC VIRUS}! 


Francis O. Hotmes 


INTRODUCTION 


A number of investigators have studied the increase and spread of 
viruses in plants. Miss Purdy (7) described the production of mosaic 
virus in full-grown detached leaves of Nicotiana tabacum. Severin (8) 
determined the time required for a minimum amount of curly top virus to 
leave the inoculated area and pass a given distance in the sugar beet. 
McCubbin and Smith (5, 6) and Boning (1) made similar observations for 
mosaic virus in tomato and tobacco. Storey (9) made measurements of 
the same sort for streak virus in maize. Holmes (2) showed the time 
required for the production of mosaic virus in various concentrations in 
NV. tabacum. 

The development of a method of measuring virus concentration (3), 
by means of which large numbers of measurements may be made with 
comparative ease, has made it possible to secure further information in the 
case of tobacco mosaic disease. The purpose of this paper is to record the 
time required for the appearance of measurable amounts of tobacco mosaic 
virus at different distances from the site of inoculation in the inoculated 
leaf, in other leaves, in root and top, and in the stem of the plant; and to 
compare the subsequent increase of virus concentration in these parts with 
the increase at the site of inoculation. 


METHOD 

Plants of Nicotiana tabacum var. Turkish were inoculated with tobacco 
mosaic virus on restricted areas, as on single quarters of large leaves, to 
allow a study of the time elapsing before the appearance of measurable 
concentrations of virus at points distant from the site of inoculation, and of 
the rate of increase in concentration of virus at these points and at the site 
of inoculation. Samples of parts of these plants were collected at intervals, 
wrapped separately in small squares of cheesecloth, and pounded to express 
their juices. The juices were tested by a method described briefly in an 
earlier publication (3). This method takes advantage of the fact that 
Nicotiana glutinosa reacts to inoculation with tobacco mosaic virus by 
forming necrotic spots at the site of inoculation. Large numbers of these 

1 Contributions from the Boyce Thompson Institute for Plant Research, Inc., Yonkers, 
New York, published at the expense of the Institute out of the order determined by the 


date of receipt of the manuscript. 
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necrotic local lesions appear on the leaves of the N. glutinosa plants when 
they are inoculated with undiluted juice samples containing virus, and 
small numbers when the juice containing the virus has been diluted. To 
produce these lesions for use in estimating the relative concentrations of 
virus samples the following procedure has been uniformly used. 

Plants of N. glutinosa were grown in four-inch pots until blossom buds 
began to form. The plants were trimmed by removing their growing tips 
and small upper leaves, as well as some old leaves near the base, leaving on 
each plant five large green leaves on a sturdy stem. Virus samples were 
prepared by pounding the pieces of tissue wrapped in cheesecloth. The 
moist cheesecloth was rubbed uniformly over the entire upper surfaces of 
the five leaves of the plant of N. glutinosa. The inoculated plant was then 
washed with water. It has been found that washing the plant with water 
after the inoculation never decreases the number of successful inoculations, 
and may increase the number, especially if the fluid sample containing the 
virus to be measured also contains some substances harmful to the tissues 
of the inoculated plant. 

The lesions resulting from the inoculation appear after varying intervals 
of time. At 24° C. the inoculated leaves still appear green and normal 
after thirty hours; yet six hours later, only one and a half days after the 
inoculation, the first lesions are to be seen. At the end of forty-eight 
hours one half of the total number of lesions are visible, and after four 
days nearly all have appeared. Final results may be recorded on the fifth 
day at this temperature. 

The purpose of this research was to determine the time of appearance 
of quantities of virus large enough to be easily measured at given points in 
inoculated tobacco and tomato plants. The technique employed was not 
suitable for showing whether or not very small traces of virus might have 
been present at these locations earlier, and hence did not result in a determi- 
nation of the rate of spread in any location. The cutting experiments of 
McCubbin and Smith (5, 6) and of Boning (1) bear more directly on this 
phase of the question of the distribution of virus. These investigators cut 
away the inoculated portions and some inches of healthy stem at intervals 
to test whether or not virus had passed definite distances. The experiments 
reported in this paper show the presence of virus only after it has begun to 
increase in concentration in a given location. Successive measurements in 
each location tend to confirm each other and to indicate whether an increase 
in concentration occurs in each portion studied. 


COMPARATIVE SUSCEPTIBILITIES OF N. GLUTINOSA AND N. TABACUM 


In spite of the fact that only relatively large and increasing amounts of 
virus have been considered significant in the experiments reported in this 
paper, some criticism of the method of measurement might well be made if 
it were not first shown that the plant used for the measurements is reasonably 


HOLMES — VIRUS INCREASE 565 


sensitive to inoculation. Since N. tabacum has been most commonly used 
for such measurements, the practical question is whether N. glutinosa is 
sufficiently susceptible to become infected by the rubbing method used in 
these experiments when the sample is so highly diluted that the presence of 
virus in it can be detected only with difficulty by means of N. tabacum 
with the same or other methods of inoculation. 

An experiment was conducted to show the relations between the method 
used in these experiments and other methods. An estimate was made of 
the amount of water required to bring a frozen sample of virus to a strength 
sufficient to give an average of approximately ten lesions for each hundred 
leaves of N. glutinosa inoculated by rubbing. This dilution was one part 
of undiluted extract in one hundred and twenty-five thousand parts of 
water. Such a dilution was used to inoculate one set of N. glutinosa by 
rubbing, and four sets of N. tabacum. var. Turkish by rubbing and by 
introducing fluid containing the virus into wounds made by scratching, 
crushing, and stabbing the leaves as described below. Thirty plants were 
used in each set. In the NV. glutinosa set, which was inoculated by rubbing, 
twelve plants remained healthy, thirteen plants showed one lesion each, 
and five plants showed two lesions each. These two lesions were on different 
leaves of the plants in four of the five cases. Thus in this set eighteen 
plants in all produced one or more lesions. In the N. tabacum set, with 
plants of the same size rubbed with the same number of strokes with the 
same dilute virus sample, nineteen plants became diseased, and eleven 
plants remained healthy. Of the thirty NV. tabacum plants scratched through 
the same sample of virus with twenty-five scratches each, only one plant 
became diseased. The virus used was so dilute (1 : 125,000) that with 
the small wounded area supplied by the scratches this result is not surprising. 
Similar results have been described previously (4) in comparing rubbing 
and scratching as methods of inoculation in N. rustica. Of the thirty 
N. tabacum plants inoculated by wetting the young leaves at the top of the 
plant and crushing these leaves with the fingers, seven became diseased 
and twenty-three remained healthy. Of the thirty N. tabacum plants 
punctured twenty-four times each in stem and petiole through a small wad 
of absorbent cotton wet with the same dilute virus, one plant became 
diseased and twenty-nine remained healthy. One hundred and fifty control 
plants, not inoculated but placed between the rows of the inoculated plants, 
all remained healthy during the course of the experiment. These tests 
indicate that rubbing is far more effective for inoculating NV. tabacum than 
scratching, stabbing, or crushing, and that the difference of susceptibility 
of N. tabacum and N. glutinosa to rubbing inoculations with highly diluted 
virus samples is very slight. The N. glutinosa plants offer the advantages 
of distinguishing between single and multiple infections, of giving meas- 
urements over the wide range from undiluted extracts to dilutions of 
I : 1,000,000 without change of technique, and of reducing the probabil- 
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ity of accidental transmission in the greenhouse, by reason of the very 
low virus content of NV. glutinosa when infected. 


SPREAD OF VIRUS WITHIN THE INOCULATED LEAF 


The use of N. glutinosa for measuring the concentration of tobacco 
mosaic virus, with the method described above, made it possible to detect 
virus quantitatively even in small samples of tissue, and to repeat measure- 
ments frequently. It seemed possible, therefore, to attack the problem of 
the movement of virus from the inoculated portion of a leaf to other parts 
of the leaf, and to other parts of the plant. Quantitative measurements 
have not been reported previously to indicate whether or not virus spreads 
at once throughout the tissues of an inoculated leaf, nor has it been shown 
whether a large increase of virus occurs near the site of inoculation before 
it multiplies at the top of the plant where mottling appears. 


TEx? Fic. 1. Leaf of N. tabacum, var. Turkish. Dotted lines show division into 
quarters, numbered as used in experiments on development of virus within the inoculated 
leaf, described in text and summarized in tables 1 and 2. 


A number of plants of N. tabacum var. Turkish were studied in the 
following way to detect increase and spread of virus within the inoculated 
leaf if it should occur. Leaves not more than eight inches from the bases 
of stems of fifteen-inch plants were inoculated by rubbing extract of mosaic 
plants on one quarter of each leaf, the other quarters of the leaf being 
untouched. Two series of such leaves were studied, the inoculation being 
in a basal quarter in one series, and in an apical quarter in the other. 
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In the first series the leaves were inoculated in a basal quarter, indicated 
by number 3 in text figure 1. Care was taken not to inoculate the quarters 
represented by numbers 1, 2, and 4 in the diagram. Samples were examined 
at intervals to determine the concentration of virus in each quarter, similar 
quarters from three leaves being grouped to secure a large quantity for 
convenient testing. The midvein was discarded in all cases. The results 
of this experiment are shown in the first four columns of table 1. Virus 


TABLE I. Measurements of Virus in Portions of Inoculated Leaf and in Distant Tissues of 
Tobacco Plants. Tests Made at Intervals After Inoculation of Leaf in Basal 
Quarter, Corresponding to Quarter Number 3 in Figure 1 


Quarters of Inoculated Leaf Distant Parts of Plant 
Interval 
After - 

Tmocwation Quarter Quarter Quarter Quarter Leaves Complete 
No. I, No. 2, No: 33 No. 4, of Root 

Apical Apical Inoculated Basal Top System 
I day I 0 ) O 0 (e) 
QVGEN Saves oe ar fo) to) 142 (6) I (6) 
5 days ? O ) 434 () ii 2 
WBE RVE\G & Oe, se | fe) ) 1254 0 10 42 
DOV Gays) oe | O O 1663 O 493 243 
TACCaYS ae fe) ) 621 44 219 110 
21 days. ...... | 355 31 1741 433 527 317 
2B Cayce ss =. - | 1138 750 746 412 769 1169 


Measurements expressed in terms of number of lesions resulting from inoculation of 
Nicotiana glutinosa plants with extracts of tissues to be tested. 


appeared in quantity in the inoculated quarter first. After two weeks 
measurable amounts of virus appeared in the opposite basal quarter, and 
subsequently in the two apical quarters of the leaf. The results of this 
experiment furnished evidence that virus may reach a high concentration 
near the site of inoculation before measurable quantities occur in distant 
portions of the leaf, but that distant parts of the leaf eventually contain 
virus. 

In the second series the leaves were inoculated in one of the apical 
quarters of each leaf, indicated by number I in text figure 1. The quarters 
numbered 2, 3, and 4 in the diagram remained uninoculated in this case. 
The results are shown in the first four columns of table 2. In this case 
also the virus in the inoculated quarter soon reached a high concentration. 
After two weeks virus appeared in the opposite apical quarter of the leaf, 
which was the nearest of the three uninoculated quarters, and later in the 
two more remote basal quarters of the leaf. This confirmed the results 
of the first series, indicating a quick development of virus locally in the 
inoculated quarter of the leaf, and later slow passage to the uninoculated 


quarters. 
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TABLE 2. Measurements of Virus in Portions of Inoculated Leaf and in Distant Tissues of 
Tobacco Plants. Tests Made at Intervals After Inoculation of Leaf in A pical 
Quarter, Corresponding to Quarter Number 1 in Figure 1 


Quarters of Inoculated Leaf Distant Parts of Plant 
Interval 
After 2 
ee tii Quarter Quarter Quarter Quarter Leaves Complete 
REST SESS ‘No. a ne Ds No. 3, No. 4, of Root 
Inoculated Apical Basal Basal Top System 
Tsar pees (0) to) to) () (@) I 
3 CaS nmatatitrs 129 O (@) (o) to) fe) 
BS Cany Syeaeyane reste 304. (@) ) Ce) (e) fe) 
7 GENS 5 00 st 8c 639 fe) I ) () (e) 
TOMdaysn nee 677 I Co) (0) 349 179 
> —_ 
iIMECENE Ac ogc ot 1168 25 3 fo) 805 414 
Dit COWS 5 ua ssa 3848 207 188 375 1581 1337 


APPEARANCE OF MEASURABLE CONCENTRATIONS OF VIRUS 
IN ADJACENT LEAVES 

Quantitative measurements were made of the increase of virus in leaves 
adjacent to the inoculated leaf. Forty plants fifteen inches in height were 
inoculated with undiluted juice freshly extracted from mosaic plants. 
The inoculum was introduced into a single leaf about seven inches above 
the base of each plant by rubbing the leaf with cloth moistened with the 
extract. The potency of the inoculum was such that each leaf would 
receive much more virus than would be necessary to insure infection. 
At intervals a plant was examined by taking samples from the following 
parts: (1) its growing top, including all leaves less than an inch and a half 
in length, (2) the third leaf above the one inoculated, (3) the second leaf 
above the one inoculated, (4) the first leaf above the one inoculated, (5) 
the originally inoculated leaf, (6) the first leaf below the one inoculated, 
(7) the second leaf below the one inoculated, (8) the third leaf below the 
one inoculated, and (9) the lowest living leaf of the plant. At the beginning 
of the experiment these samples constituted practically the whole foliage 
of the plants. Later growth introduced numbers of leaves between the 
growing tip and the third leaf above the one originally inoculated. 

The results of this experiment are summarized in table 3. A number of 
small observations, mainly to the number of ten or less, occurred in the 
early part of the experiment. These lesions may have been caused by 
virus from other sources necessarily handled during the experiment, or by 
virus left on the inoculated leaf after washing, and on other leaves of the 
plant from contact with water used to remove the excess of the inoculum, 
If the original mosaic extract in an experiment is dilute, such residues are 
very small and may not be detected. In the case under consideration the 
inoculum was concentrated, and large increases in the number of lesions 
in tests from a given location were necessary to ensure a significant determi- 
nation of an increase of virus within the tissues of a sample. 
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TABLE 3. Measurements of Virus in Inoculated Leaf, and in Leaves Above and Below Point 
of Infection in Tobacco Plants; Tests Made at Intervals After Inoculation 


Third Second First First Second Third 
: Leaves Leaf Leaf Leat Inocu- Leaf Leaf Leaf Lowest 
Time at Top Above Above Above lated Below Below Below Leaf 
of Plant | Inocu- Inocu- Inocu- Leaf Inocu- Inocu- Inocu- | of Plant 
lation lation lation lation lation lation 
Ordayse sae: () O I 4 85 () () I I 
INGEN Ae ay O (e) O O Bay Oo Oo 2 I 
2 days 2 0) 2 te) 557 I 2 fe) I 
Bydavceen ee 19 te) fe) fo) 802 fe) (6) fe) O 
INGEN, () 3 2 2 944 fe) (e) Ce) Co) 
5 days fe) Z te) I 936 9 ) 2 I 
Gays ee. I (o) (a) I 771 fe) (0) Ce) (e) 
8 days 306 fe) 7 5 1408 fo) 2 Ce) 6 
g days..... 2 6 fo) I 1660 O (6) fo) 3 
LO days... - 1125 it (6) O 1069 ) (6) te) 85 
12 days.. 742 fe) 3 fe) 1530 I I 3 162 
14 days.. 1920 156 fe) I 2496 6 12 274 133 
Ie) GEM Sinn 5 5| ition (e) 42 3 1205 5 45 175 164 
18 days.....| 2086 fe) ) 4 2340 63 69 261 55 
21 days..... 763 184 as 20 1374 543 147 553 123 
ZAR ays nee. 943 264 426 262 2 
28 days... I4Il 1563 667 653 
35) days... 1100 278 


* Dashes in table indicate that measurements were not made because of death of 
lower leaves. 


As is shown by the table, significant increases of virus occurred in the 
inoculated leaf before virus appeared in measurable quantities in other 
portions of the plant. This furnished evidence, in addition to that given 
by the experiments on tissues within the inoculated leaf, that in the systemic 
mosaic disease of NV. tabacum the first development of virus is at or near the 
site of inoculation, with no immediate detectable diffusion of virus to other 
parts of the plant. Later samples showed that virus appeared in the 
developing leaves at the tops of the plants about the eighth day, when 
symptoms were becoming visible there. Virus was still absent from the 
other leaves of the plants at this time, except in the case of the leaf originally 
inoculated. Subsequent samples showed an increase of virus in the lowest 
leaf on the tenth day, and eventually in all the leaves of the plants. The 
experiment was discontinued when the lower leaves had died off at the end 
of five weeks from the time of the original inoculation. 


SPREAD OF VIRUS TO ROOT AND Top oF PLANT 


It was known from inoculation experiments that the roots of mosaic 
plants contained virus in quantities sufficient to allow transfer to healthy 
plants. It was not known whether this virus was concentrated or not. 
It was also of interest to know whether virus would appear in the tops of 
the plants before appearing in the roots, or whether the reverse would be 
true. Tests were therefore made of tops and roots of plants in which the 
movement of virus within the inoculated leaves was being studied. 
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The numbers of lesions resulting from the inoculation of test plants with 
juices from tops and roots are recorded in the fifth and sixth columns of 
tables 1 and 2, accompanying the results of inoculation of juices from 
portions of the inoculated leaves of the same plants. The samples from the 
tops contained the growing point and all upper leaves less than one anda 
half inches in length, together with the short portion of stem supporting 
these leaves. The root samples were cut free of stem material and washed 
thoroughly before being tested. 

Both tables show that there was a large increase in virus concentration 
in the inoculated leaf before measurable quantities of virus were detected 
in tops or roots. Both tops and roots began to show virus at about the 
same time and the virus content increased at about the same rate in both 
locations. It has been believed generally that mosaic virus passes to the 
tops of plants before it goes to other parts. This belief was probably based 
on the early development of mottling in the top leaves. Although not 
accompanied by visible symptoms, movement of virus down the stem to 
the roots seemed to occur as early in these experiments as movement 
upwards. Further experiments on the spread of virus to roots and tops of 
inoculated plants are described in a later section. 


CONCENTRATIONS OF VIRUS IN PETIOLE AND STEM 

The distribution of virus in parts already mentioned was studied in 
relation to distribution in petioles and portions of stem. ‘The results 
shown in table 4 confirmed earlier observations, and in addition showed 
that appearance of measurable quantities of virus in the petiole of the 
inoculated leaf and in the stem was much delayed in some cases. 

The experiment was carried out on plants which were about ten inches 
high when inoculated. Virus was introduced into one quarter of a leaf 
about half way up the plant. Each day a representative plant was divided 
into seventeen portions: (1) all top leaves one and a half inches in length 
or shorter, and the stem supporting them, (2) the second leaf above the 
one inoculated, (3) the first leaf above the one inoculated, (4) the first leaf 
below the one inoculated, (5) the second leaf below the one inoculated, 
(6) all leaves below these, (7) one basal quarter of the inoculated leaf, 
(8) the other basal quarter of the inoculated leaf, (9) one apical quarter of 
the inoculated leaf, (10) the other apical quarter of the inoculated leaf, 
including the whole inoculated area, (11) the petiole of this inoculated 
leaf, through which the virus must pass to reach the stem, (12) one inch of 
stem nearest to the petiole of the inoculated leaf, (13) two inches of stem 
just above this, (14) a second two inches of stem above, (15) two inches 
of stem just below the one-inch portion, (16) a second two inches of stem 
below, and (17) the roots washed free of dirt and carefully separated from 
the stem. 


Virus appeared first at the site of inoculation, as it did in the experiments 
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on spread of virus within inoculated leaves. At this point, as may be seen 
in table 4, a significant increase in virus concentration was reached by the 
second day, the first day reading being too small to distinguish from a 
chance variation from the amount used locally to inoculate the leaf. A 
very high concentration was reached in the inoculated quarter before any 
virus appeared in the three uninoculated quarters. Text figure 2 shows the 


Text Fic. 2. Twenty leaves of the test plant, N. glutinosa, used to measure the 
concentration of virus in a leaf of N. tabacum eight days after its inoculation in an apical 
quarter. Top row: five leaves of the test plant, showing more than two thousand lesions 
resulting from inoculation with juice expressed from the originally inoculated quarter of 
the leaf of N. tabacum. Other three rows: leaves of three similar plants of N. glutinosa, 
showing no lesions as a result of inoculation with juice from the three uninoculated quarters 
of the NV. tabacum leaf. See table 4, sample for eighth day. 


tests of virus concentration on the eighth day, the top row of five leaves 
representing the test of the inoculated apical quarter, the row next below 
representing the opposite and uninoculated quarter, the next row one of the 
basal quarters, and the lowest row the other basal quarter. As may be 
seen by reference to table 4, the inoculated quarter had produced virus, 
giving more than two thousand lesions on the five leaves of the test plant, 
whereas the other three quarters showed no evidence of containing virus on 
this day. 

Subsequently virus was found in increasing concentrations in the 
locations in which it had been found in earlier experiments. The second 
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quarter of the inoculated leaf to show a significant increase was the opposite 
apical quarter about the fourteenth day. Increases of virus were found 
later in the two basal quarters of the leaf. Before virus had been found 
in other quarters of the inoculated leaf than the inoculated quarter, the 
tops of some plants showed symptoms, consisting of rolling and vein clearing 
of the developing leaves about the eighth day, and subsequent mottling. 
On the eighth day, when several plants had produced such symptoms, one 
of them was taken as a representative sample, although a number of plants 
had not yet shown any symptoms. The plant with symptoms in the top 
leaves showed the first observed virus in that location. It also showed 
virus in the petiole of the inoculated leaf, in the five stem portions, and in 
the roots. On the ninth and tenth days plants with similar symptoms 
were used as representative samples with the same type of results. At this 
time some of the plants still showed no symptoms. On the eleventh, 
twelfth, and fourteenth days these green plants were used as samples. 
It was found that virus was present in them in high concentration at the 
site of the inoculation, and in the case of the fourteen-day sample it was 
found that the virus had spread across the midvein of the leaf to the opposite 
apical quarter, but no virus appeared in the petiole of the leaf inoculated, 
in the five stem portions, in the root, or in the top of any one of these plants. 
Subsequent samples were taken from the mottled plants which soon pre- 
dominated in the set. These finally showed virus in the old leaves of the 
plant, both above and below the inoculated leaf, as may be seen upon 
examination of the results recorded in table 4. 

This experiment furnished information not given by former tests. Its 
measurements showed that virus was always present at the top of the 
plant when symptoms were in evidence there. When virus was present in 
the top leaves it was also present in quantity in the whole stem and in the 
petiole of the leaf inoculated. The appearance of measurable concentrations 
of virus in tissues of the inoculated leaf not more than an inch or an inch 
and a half from the site of inoculation required approximately as long a 
time as the appearance of virus at the extremities of the plant. This 
suggests that the movement of virus in midvein, petiole, and stem is far 
more rapid than movement of virus within the leaf blade. For example, 
on the eighth day after inoculation virus had passed into all portions of 
stem and into the roots, but was not found in any quarter of the inoculated 
leaf except the originally inoculated quarter. 

The regularity of increase in the inoculated area shown in this experiment 
was in marked contrast to the irregularity in time of appearance in measur- 
able concentrations in the stem of the plant. This regular increase of 
virus near the point of inoculation may be useful in the study of the influence 
of external factors on the virus in the plant. 

It seemed possible that although no gradient of virus concentration was 
found in this case, one might be found if the length of stem were greater. 
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The rate of increase in concentration in any one portion of stem is rapid 
as soon as measurable concentrations of virus appear there. If the move- 
ment of virus along the stem were relatively slow, a gradient of virus 
concentrations would be expected. The following experiment was con- 
ducted to furnish a better test of whether such a gradient could be found. 

Ten tall specimens of Bonny Best tomato, each fifty-nine inches high, 
were inoculated in leaves about twenty-seven inches from the base. A 
section of stem six inches long near this point was discarded from each 
specimen, and frequent tests were made of eight six-inch sections, four 
above and four below this. The results of the experiment are shown in 
table 5. It does not seem possible to detect a significant gradient of virus 


TABLE 5. Measurements of Virus in Stem of Tomato Plants at Various Distances From 
Point of Inoculation 


Days After o-6 6-12 12-18 18-24 24-30 30-36 36-42 42-48 48-56 
meculauion Inches, | Inches, | Inches, | Inches, | Inches, | Inches, | Inches, | Inches, | Inches, 
‘ Lowest | Second | Third | Fourth | Discarded | Sixth | Seventh] Eighth | Highest 

2 oO 2 O O = oO oO oO oO 

4 oO O (o) 6) — (6) te) fe) (6) 

6 4 I I I = fe) 3 II 5 

7 384 462 222 496 |} = 474. 210 147 192 

8 4 99 187 459 = 201 307 486 682 

9 mekexsy ||| WekeXe) gol sit oo 1093 627 654 724. 

11 417 | 592 | 489 | 528 = 513 | 519 | 5543) agit 
Total lesions......- 2197 | 2486 | 1800 | 2295 — 2281 | 1666 | 1841 | 2314 


concentration in the data. The initiation of the systemic infection in the 
individual plants was probably irregular, the eighth and eleventh day 
samples being less advanced than earlier ones, but the failure of any one 
portion of the stem to contain large amounts of virus earlier than others is 
the significant result of the experiment. This is well shown by the totals 
at the bottom of the table, since the presence of virus over a much longer 
period in one section of a stem than in another would have caused an 
increase in the total of the observations for that location. Apparently 
when virus reached the stem it was distributed so quickly that measurements 
made as in this experiment were not sufficient to show whether it became 
concentrated in one part before appearing in all others. The increase of 
the virus in all portions of stem seemed to be approximately simultaneous, 
so far as the data of this experiment show. 

For comparison it was considered a matter of interest to know how 
rapidly virus would reach a measurable concentration in a stem not receiving 
virus from attached leaves. Internodal portions of tomato stem were 
removed from stems of Bonny Best tomato, inoculated with undiluted 
virus by means of thirty pin pricks made with No. 00 insect pins, and held 
each in a sterilized test tube at 25° C. Four pieces of stem were crushed 
each day and the juices tested on N. glutinosa plants. The increase of 


HOLMES — VIRUS INCREASE yw/5) 


virus in the stems is shown by the results recorded in table 6. It will be 
seen that the small amount of virus introduced by the five pin pricks 
multiplied rapidly enough to produce a significantly larger number of 
lesions by the third day. The stems then produced virus at a rate com- 
parable to that previously shown in leaves. Since the virus increased in 


TABLE 6. Measurements of Virus in Detached Tomato Stems at Intervals After Inoculation. 
The Stems Were Inoculated After Removal From Plants 


- : Four Comparable Series of Specimens 
pane of Average of Four 
est Measurements 
Series I Series 2 Series 3 Series 4 

I day eee I ii I () 2 
ZIXGEI Sas se 25 85 34 4I 46 
AGEMVGr. oc pine Wee 465 280 115 87 2B 
ANGANTS pie nyse 430 418 381 386 404 
by GalyiSearteng nats hk 490 433 505 342 458 
FuGaySers: ee. ne 852 855 1183 590 870 
WO! GANS oraeeale ceva. = « 852 667 642 g2I 770 
RO Gays ae ee Pe 1498 1762 2026 1037 1581 
DARGAVSH eas nce 1322 1038 ides 1107 1060 
MONG YS eet yt Aaa: 1597 1215 1036 1548 1349 
BO Gays eee: os 574 1037 1240 1070 980 


concentration in these detached stems at about the same rate as shown in 
table 5 for the stems of plants with attached leaves containing virus, it 
seems probable that movement of virus in large quantities from these leaves 
to the stem need not be assumed in order to explain the increasing amounts 
of virus in the stem portions, although of course small quantities must 
escape to the stem to start the infection there. 


FURTHER EXPERIMENTS WITH Roots AND Tops OF PLANTS 


In the experiment on the measurement of virus in tops and roots of 
plants inoculated in leaves about half way up the stems, and in the experi- 
ment on the measurement of virus in the stem after inoculation in leaves 
similarly situated, the evidence favored the view that the movement of 
virus was so rapid up and down the stem, that virus did not become notice- 
ably concentrated in the portions of the stem near the point of inoculation 
before the time when the extremities of the plant also contained virus. 

Another experiment with Nicotiana tabacum was made to determine 
whether the introduction of virus in an upper leaf would result in the 
appearance of virus in tops before roots; and to determine whether the 
introduction of virus in a lower leaf would result in the appearance of virus 
in roots before tops. 

Plants were grown to a height of fifteen inches. In one series virus was 
introduced into a leaf not yet fully developed, about two inches below the 
top of each plant. The inoculated leaf, its petiole, the top one inch of the 
stem with its attached leaves, and the washed roots of plants were tested 
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at intervals, as indicated in table 7. Significantly increased amounts of 
virus appeared in the inoculated leaf on the second or third day. In this 
set of plants inoculated in a young leaf, virus appeared in the petiole of the 
inoculated leaf, in the top, and in the root on the fourth day. Symptoms 
of the systemic disease appeared on these plants on the sixth day. 


TABLE 7. Measurements of Virus in Different Parts of Tobacco Plants at Intervals After 
Inoculation in Young Leaves 


Time Leaf Petiole Top of Roots of 
Inoculated of Leaf Plant Plant 
Ty Gaiy eysaeiere wanes fe) to) O Ce) 
PGW a a oe Oa 8. 23 fo) fo) fo) 
MGR Ge hora oc) oe 89 fo) I fe) 
MCAS Ss ao6 G30 6 770 42 56 23 
GENS .a oi ao ae os 1270 355 1232 150 
oldaysneeenor 1414 108 575 2D Fr, 
We AN Gre, Mee eit 1162 812 625 159 


In the second series virus was introduced into an old leaf about two 
inches above the base of each plant. The two series were carried out 
simultaneously and on comparable plants. Samples were taken of the 
inoculated leaf, its petiole, the top one inch of the stem with its attached 
leaves, and the washed roots of plants. Results are recorded in table 8. 
Significantly increased concentrations of virus appeared in the inoculated 
leaf on the third day, but not in the petiole of the inoculated leaf, the tops, 
or the roots during the first twelve days after inoculation. The rate of 
increase of virus in these old leaves seemed to be approximately as great 
as that in the young leaves of the other series, but movement from the old 
leaf to other portions of the plant was delayed. On the sixteenth day two 
cases of the systemic disease appeared among the five remaining plants of 
this series. On the next day one more case appeared clearly, and of the 
remaining two plants one showed the very faintest detectable flecks of 
yellow in its new leaves. This doubtful case was examined by inoculating 
juices from its tissues as before. It showed virus in all the parts tested, 
thus giving evidence that even in this early stage of spread of virus from 
an old leaf located near the bottom of the plant, virus was in evidence in 
the distant top as well as in the nearby roots. 

The roots showed an unusually high result in this case, which might 
have led to the conclusion that the inoculation of a leaf near the base of the 
plant allowed virus to reach the roots before reaching the top, but a more 
critical experiment showed that this was not true in general. The experi- 
ment was arranged to obtain adequate numbers of records at the critical 
moment, when for the first time virus was present in parts at a distance 
from the inoculated leaf. A set of plants like those used previously was 
inoculated as before in an old leaf about one inch from the base of each 
plant. Instead of testing the plants daily as in the previous experiment, 


the plants were left in a greenhouse for ten day 
visible in the tops of one-fourth of the plants. 

were discarded. Former experience indicated e 
of the set would have show 
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s, when symptoms were 
The plants with symptoms 
hat most of the remainder 
n symptoms within a day or two if allowed to 
remain. Ten representative plants were tested at once in the | 
finding all of the early stages of spread of virus in them. 
shown in table 9. 


TABLE 8. Measurements of Virus in Different Parts of Tobacco Plants at Intervals After 
Inoculation in Old Leaves. Compare With Table 7 
— In aay a ted ar ee we Be epee 
A Clayeevt en I () oO 6) 
2 AS en 6 fe) O to) 
6) GENE: ao nA ne 344 ) e) (e) 
Adays see a S. 431 o) 6) I 
Pudaiy Se ea 482 ) I ) 
Oidays ae se 1439 ) 6 O 
Fi CERISE oe aoe Be 904 ) 5 I 
OLda See: 1050 (6) (6) to) 
Ordaycneere ee 1310 @) (6) 6) 
LORGA SS enn 1067 fo) fo) (0) 
12 days.......| (Leaf dead, 474) (e) ) ) 
17 days.......| (Leaf dead, 578) 359 517 806 


TABLE 9. Measurements of Virus in Different Parts of Tobacco Plants Ten Days After 
None of the Plants Showed Symptoms When Tested 


Inoculation in Old Leaves. 


hope of 
The results are 
Two plants gave no evidence of the presence of virus 


Plant eae ee Sf tcae Te a eee 
No. 1 1407 oO (6) (e) 
2 1035 (6) O O 
2} 887 I O 7 
4 1296 7 4 3 
5 1305 46 92 4 
6 648 42 81 70 
7 583 155 50 8 
8 1123 81 307 107 
9 1144 177 976 26 
10 794 522 697 700 


except in their inoculated leaves, a third showed none in the top but such 
small concentrations in roots and petiole that the single negative result in 
the top did not constitute significant evidence against the presence of an 
equal amount there, and seven showed virus in all parts tested. This 
series of measurements gives more data than are given in table 8 on plants 
studied at the time of the first appearance of measurable amounts of virus 
at the extremities of the plant. When the results are considered as a 
whole they seem to furnish no evidence of appreciably earlier or later arrival 
of virus in roots than in tops. 
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A striking result of this set of experiments was the evidence that virus 
developing at approximately equal rates in young and old leaves, and 
coming to equally high concentrations in both, might spread from the 
young leaves to distant parts of the plants many days earlier than from 
the old leaves. 

DrsCUSSION 

Lesions resulting from the inoculation of plants of NV. glutinosa increase 
in number as the concentrations of virus in the inoculated extracts increase, 
but the ratio between the number of lesions and the concentration of virus 
is a variable which decreases as both of these increase. That is, the number 
of lesions does not bear a constant relation to the concentration of the virus; 
just as the number of colonies produced upon pouring plates from a series 
of bacterial suspensions does not bear a constant relation to the number of 
bacteria in the original series of suspensions. Since it is customary to 
think of the number of bacteria in terms of the number of colonies produced 
on pouring plates, it may be permissible to record increases in mosaic 
virus concentration in various parts of the host plant in terms of the increase 
in the number of lesions produced upon the inoculation of extracts of samples 
of tissues. 

It is possible to interpret the results of measurements of virus concen- 
tration expressed in terms of local lesions by means of previously established 
dilution tables, which show the relation between known water dilutions of 
virus and the number of lesions produced in N. glutinosa. A graph giving 
this information has been presented in an earlier paper (3). The samples 
measured in the work described in this paper were whole juice samples, 
and their interpretation by means of the results of inoculation with water 
dilutions may be open to criticism. Therefore, the number of lesions is 
presented in the tables of this paper without conversion into terms of 
relative virus concentration; but in such cases as this, in which the inoculated 
juices are not known to be seriously harmful to the cells of the test plant, 
such a conversion of the data might perhaps be made with propriety if it 
were desired to represent the relative concentrations of virus in different 
parts of host plants. 

SUMMARY 


By means of measurements made with Nicotiana glutinosa, the concen- 
trations of virus in portions of inoculated plants of N. tabacum var. Turkish 
were studied, and it was found that: 

I. Mosaic virus developed to a high concentration near the site of 
inoculation in a leaf of NV. tabacum before reaching measurable concentrations 
in other portions of the inoculated leaf or in other parts of the plant. 

2. A slow spread of virus through the tissues of the inoculated leaf 
accompanied the increase in concentration near the site of inoculation, and 
appeared to be independent of the rapid spread which carried virus to 
distant parts of the plant. This local increase and slow spread of the virus 
constitute a local or primary phase of the disease. 
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3. The systemic or secondary phase of the disease was marked by the 
nearly simultaneous appearance of increasing quantities of virus in the 
petiole of the inoculated leaf, in all portions of the stem, in the developing 
top leaves of the plant, and in the root, with later invasion of old leaves. 

4. In a series of plants all successfully inoculated in similar leaves at 
the same time, the local increase of virus within the tissues of the inoculated 
leaf blade occurred simultaneously in all plants; but systemic spread of 
virus, with its attendant mottling of developing leaves, occurred early in 
some individual plants and late in others. 
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SUCROSE AND STARCH CHANGES IN POTATOES TREATED 
WITH CHEMICALS THAT BREAK THE REST PERIOD?:? 


F, E. DENNY 


According to previous experiments (2) the treatment of dormant potato 
tubers (Solanum tuberosum L.) with chemicals such as ethylene chlorhydrin 
and sodium thiocyanate greatly increased the sucrose content of the tissue. 
However, the comparisons were made merely between untreated potatoes 
and those treated with concentrations of chemical which were approximately 
optimum for inducing sprouting. No intermediate concentrations were 
tested. Consequently, it seemed that a study of the effect of suboptimal 
amounts of chemical would give more conclusive evidence regarding the 
reality of the sucrose increase, and, furthermore, would be of interest in 
showing the general relation between the concentration of chemical and 
the amount of the gain in sucrose. 

In 1929 press-juices were obtained from potatoes that had been treated 
with amounts of chemicals increasing by steps from zero up to approximately 
the optimum. Ethylene chlorhydrin, sodium thiocyanate, and thiourea 
were included in the tests and the enzym activities of the juices were 
measured and reported upon in a previous paper (3). Samples for sugar 
analysis were also taken and the results here reported show that the relation 
between the concentration of chemical and the amount of sucrose found in 
the juice was very close, the sucrose increasing with the increase in chemical 
and giving in nearly all cases a series of sucrose readings corresponding to 
the concentrations of chemical used in treating the potatoes. 

In the previous report (2) it was shown that sucrose increases were 
observed in lots that had been sampled only 48 hours after treatment, and 
it was stated that sampling would need to be started at an earlier period 
in order to learn the time of the initiation of the sucrose change. The 
experiments here reported upon show that the time at which increases in 
sucrose were observed varied with different experiments, and was as early 
as 24 hours and as late as 72 hours. 

Finally, in the previous report it was shown (2, p. 332) that the starch 
content was found to have been decreased by the treatments, provided the 
tissue for the analysis was taken at the eyes of the tuber, but that if the 
balance of the tissue (seed-piece minus eye-tissue) was sampled the question 
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of a difference between treated and check was somewhat in doubt. Small 
decreases in the treated tissue were observed but the differences were not 
consistent. In the present experiment samples of dried tissue from several 
of the series of treatments were available for analysis and attention was 
paid only to the not-at-eye tissue. The results were consistent in showing 
lower starch values in the treated tissues, but the differences were small. 
Furthermore, although the optimum concentration of chemical showed the 
largest decreases in starch, the relation between the concentration of 
chemical and the decrease in starch was not such as to give clear gradations 
of values such as were obtained with the sucrose tests. 


EXPERIMENTAL 
Experimental tubers.—These were for the most part the same as those 
reported upon in the preceding article (3). In order to show the source of 
seed, time of harvesting, time of treatment, etc., table 1 has been prepared. 
These data apply to all of the lot numbers in the other tables in this paper. 


TABLE 1. Data on Tubers Used in Experiments 


T Toye ec at Wee nes Date Date Date 
Hot No. porte mentee oF Tubere Harvested Treated Sampled 
137-141 | Cobbler | Maryland 2 July 25] July 31 
152-155 v Noyes, in || Tavares, 5 
157-160 és . : i UPI) aaten Bea 
162-164 | Bliss Yonkers, Nepperhan Gardens Aug. 6 -: 8 aie 
HO7—1 71 aa ae ae ae ims 6 “é 9 “é 14 
177-181 ind ae ims ae “e 6 ims ne, ins 17 
182-185 ae ae e ae ae 6 “ee 16 “é 20 
187-190 si as iy ae MG ““-19] see table 3 
207-210 | Cobbler os a eG Xe) || Nese, Bh 
211-212 s . ie ne RO “ 26] see table 3 
21g Bliss et ae “é “ce 6 ae 26 ae ae “é 
221-223 | Cobbler iy fe a » ey | See 8 ek pe 
224-227 | Bliss ie Country Club Gardens | Sept. 3 ine |) Seeyoye, 07 
228-231 | Cobbler - zs iY ge) ie a Tel TLS 
232-235 | Bliss “ A g . if Zz - 14 3 19 
236-239 | Cobbler # eS i z) 14 19 
y ce “ce ae ae ae “a I2 “ce 20 
240-243 | Bliss 3 Pi . 
252-255 | Cobbler = a eS We? 18 De 


* About the middle of July, exact date not known. 


Chenucal treatments.—Three different chemicals were used: ethylene 
chlorhydrin (CICH;CH,OH), sodium thiocyanate (NaSCN), and thiourea 
(NH:CSNH»2). Two different methods of treating with ethylene chlor- 
hydrin were used: (1) Whole tubers were exposed for 24 hours to vapors of 
ethylene chlorhydrin in a closed container; the amounts of chlorhydrin 
(40 percent solution) used per liter of air space inside the container (without 
allowance for the volume of the tubers) ranged from 1.0 to 0.008 cc. (2) 
Seed-pieces obtained by cutting whole tubers into pieces about 25 grams 
each in weight were dipped into a dilute solution of ethylene chlorhydrin 
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and the dipped pieces were then placed in a container with a tight seal for 
a definite period, usually 24 hours, in some cases 16 hours, or even 8 hours; 
the concentration of the dipping solution ranged from 45 cc. to 5 cc. per 
liter of water. 

The treatments with both sodium thiocyanate and thiourea consisted 
in soaking the cut tubers (not whole tubers) in the chemical solution for one 
hour and then planting without rinsing off the adhering chemical. The 
strength of the solution was varied from about one or two percent (10-20 
grams per liter of water) to about one-fourth or one-eighth percent or even 
less. The exact amounts of chemicals used in each series are shown in 
column 2 of table 2. 

In each series of concentrations used in each experiment the highest 
concentration is that which previous experience had shown to be approxi- 
mately the optimum for these varieties and for this stage of dormancy. 
For the whole-tuber vapor treatments, one cc. per liter of air space for 
24 hours is probably too high if the potatoes are to be cut and planted at 
once after treatment, but in the present experiments the treated tubers 
were not cut and planted at once after treatment but were allowed first to 
stand in air for five to seven days under which conditions this amount of 
chemical is not too high. For the thiourea treatments two percent is 
probably less effective than one percent for inducing good growth of sprouts 
after germination has started. Furthermore two percent thiourea induces 
the sprouting of too many sprouts per eye. 

Sampling.—The methods of sampling the treated and check lots, and of 
squeezing the tissue to obtain press-juices are described in the previous 
article (2). 

The time of sampling after treatment, as shown in the previous report 
(3), varied from four to seven days, and was chosen so as to allow the early 
stages in the initiation of germination to begin, but to avoid sampling 
when sprouting had taken place to any marked extent. In all cases, there- 
fore, the samples were taken either before any sprouts were visible, or, in 
certain exceptional cases, when only a few of the seed-pieces in the treated 
lots showed evidence of the beginning of bud development. 

Chennical methods.—For the sugar analyses a sample of the press-juice 
was dropped from a pipette into boiling 95 percent alcohol of sufficient 
volume to give a final concentration of 70 percent alcohol. When the 
analysis was started it was made up to volume in a flask and filtered. 
Aliquots of the alcoholic extract were placed in evaporating dishes, the 
alcohol removed by evaporation on a steam-bath and replaced gradually 
by water. The aqueous solution was made up to volume and aliquots 
taken for copper reduction before and after inversion. The inversion was 
carried out by acid in the cold (see 1, p. 95). 

For the starch determinations samples of fresh tissue chopped to small 
pieces in a wooden bowl were dropped into boiling 95 percent alcohol and 
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allowed to boil for a few minutes. The dish was then placed on a steam- 
bath until nearly all of the alcohol was removed. The tissue was then 
placed before an electric fan and when it had become dry it was ground in 
a food-grinder and finally reduced to a fine powder in a power-driven grinder 
operating on the mortar-and-pestle principle. This powder was dried in 
an electric oven at 99° C. and portions weighed out for starch analysis. 
The acid-hydrolysis method (see I, p. 95) was used, and the starch data, 
therefore, represent total acid-hydrolyzable substances calculated as starch. 
Some determinations were made with the Walton and Coe method (9) 
which eliminates the non-starch polysaccharids and thus gives a better 
figure for starch. But duplicate determinations on several samples of 
potato powder by the two methods showed that the Walton and Coe 
method gave a value uniformly about 0.9 of the acid-hydrolysis method 
indicating that non-starch polysaccharids formed only about one-tenth of 
the total formed by the acid-hydrolysis method. Because of the greater 
convenience of the acid method it was used exclusively in the rest of the tests. 

Sprouting response.—The percentage sprouting for most of the lots is 
given in the preceding paper (3), p. 505. The percentages varied with 
different experiments, but a general statement is as follows: favorable 
concentrations of chemical induced 75 to roo percent sprouting, the next 
lower concentration (which was about one-half to one-third of the optimum) 
induced 50 to 75 percent sprouting, while the values for the lower amounts 
of chemical were 20 to 50 percent; the check lots ranged from 0 to 20 percent. 
The important consideration is that the sprouting response formed a series 
corresponding to the concentrations of chemicals used in treating the 
potatoes. 

RESULTS 
Relation of Concentration of Chemical to the Development of Sucrose in 
the Press-juice of Potatoes 


The sucrose contents of the juices obtained from the various lots which 
had been treated with different concentrations of chemicals are shown in 
table 2. In columns 2, 5, and 8 will be found the series of concentrations 
used in each test, the strength of the chemical being reduced step-wise, 
each lower concentration being some fraction, e¢.g., one-half, one-fourth, 
one-third, etc., of the preceding value. In columns 3, 6, and 9g are shown 
the sucrose values in milligrams per five cc. of juice. It is seen that a 
gradation of sucrose values was obtained corresponding closely to the 
graded concentrations of chemicals used in treating the potatoes. Thus the 
favorable concentrations of ethylene chlorhydrin approximately doubled 
the sucrose content as compared with the check lot; the NaSCN-treated 
lots were about three times and the thiourea-treated lots were about 2.5 
times as high“in sucrose as the corresponding checks. When the concen- 
tration of chlorhydrin was reduced to one-third of the optimum value the 
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sucrose in the treated was then found to be about 1.5 times that of the 
check, and reducing the concentrations of NaSCN and thiourea to one-half 
strength caused the sucrose value to become about twice that of the check. 
Still further reductions in concentrations resulted in smaller differences 
between treated and checks, but even when the concentration was one- 
fourth or one-fifth the optimum gains of treated over checks were observed. 


TABLE 2. Effect of Chemical Treatment of Potatoes Upon the Sucrose in the Press-juice 


Ethylene Chlorhydrin Sodium Thiocyanate Thiourea 
Treatments * Treatments Treatments 

Lot Cone. of Sucrose Lot Cone. of Sucrose Lot Cone. of Sucrose 
No. Chem. eee No. Chem. mee No. Chem. ee 
137 TeOOMEGC. 54.0 157 2.00% 31.2 152 2.00% 39.8 
138 OA 35.1 158 0.67% 35.6 ea} 0.67% 29.4 
139 O04 ne: 26.2 159 o229, 22 154. 0.22% 22h. 
140 0.008 26.0 160 check 16.3 155 check 16.6 
141 check PI a 
240 0.50 cc. 56.2 167 1.000% 55.7 162 2.00% Bik 
241 Opty 54.8 168 0.500% Bis 163 1.00% 43.5 
242 Oxo 42.4 169 0.250% Dill 165 0.50% 40.1 
243 check 38.2 170 0.125% 14.1 166 0.25% 34.6 

171 check UDI 164 check 16.9 
207 45 CC. 23.8 182 1.00% 60.0 77) 1.000% 57-9 
208 15 16.5 184 0.50% 25.4 178 0.400% 46.9 
209 Ea 11.9 186 0.25% 25.2 179 0.160% 42.8 
210 check bens 183 check 19.5 180 0.064% eYifoil 

185 check 18.6 181 check 22.9 
255 45 CC. 25.9 235 1.00% Pile 224. 1.00% Mesa 
254 15 Wiley 234 0.50% Gylfey || 22s 0.50% 42. 
252 5 iNT AG/ 233 0.25% 4I.I 226 0.25% 39.0 
253 check Tne 232 check yay) DDT check Baw 

239 1.00% 58.5 

238 0.50% 37-4 

237 0.25% 38.1 

236 check 7e5 


* Lots 137-141 and 240-243 treated by the whole tuber method and column 2 shows 
the number of cubic centimeters of 4o percent ethylene chlorhydrin used per liter of air 
space inside the container. Time of exposure to vapors, 24 hrs. Lots 207-210 and 252-255 
treated by the cut-tuber dip-method and column 2 shows the number of cubic centimeters 
of 40 percent ethylene chlorhydrin added to one liter of water in preparing the solution 
into which the cut-tubers were dipped before storing in a closed container for 24 hrs. 


Note: For varieties, source, dates of harvest, etc., corresponding to the various lot 
numbers, see table 1. 


Time Relation in the Sucrose Increase After Treatment 


In this experiment samples of treated and check potatoes were removed 
at intervals of 24, 48, 72, 96, and 144 hours after treatment and the press- 
juices were analyzed for sugar. The results are shown in table 3, the time 
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(after the end of the treatment) at which the samples were removed being 
shown in column 1, and the sucrose values of treated and check juices at 
each sampling period being shown side by side in paired columns under the 
appropriate heading for the type of treatment applied. Increases in sucrose 
of the treated over the check were observed with the sodium thiocyanate 
treatments at the end of the 24 hour period. In general, however, it was not 
until the 48th hour that the increase became pronounced and in the case 
of the chlorhydrin lot Nos. 187-188 the increase did not occur until some- 
time between the 48th and 72d hour. It will be noted that the check lots 
usually lost sucrose during the first 24 hour period as a result perhaps of the 
high rate of respiration induced by cutting the tuber into pieces. With 
the thiocyanate treated lots, however, this loss in sucrose was not noted, 
the early and rapid production of sucrose probably more than compensating 
for the excessive loss by respiration. It is likely that the increased respira- 
tion accounts for the low values at the 24 hour period in the chlorhydrin- 
treated lots, since as shown by Smith (7) the chlorhydrin treatment promptly 
induces a high rate of respiration. 

The maximum increase was reached by the NaSCN and thiourea lots 
at about the 72d or 96th hour at which times the sucrose of the treated 
lots was about three times as great as in the corresponding checks. The 
chlorhydrin treatments did not reach their maximum difference until about 
the 96th or 144th hour, and showed at that time sucrose values about twice 
those of the checks. 


Effect Upon the Reducing Sugars 


Although in all cases shown in tables 2 and 3 the amount of reducing 
sugar was determined it seemed unnecessary to present the reducing sugar 
data in full for the reason that no relation was observed between the treat- 
ment that was applied and the amount of reducing sugar obtained. A 
few of the results which are characteristic of the whole are shown in table 4. 
The values for the check lots show that the amounts of reducing sugar 
were quite different in different lots of potatoes, there being in some cases 
15 times as much reducing sugar as in others; consequently, so far as the 
relation of composition to dormancy is concerned, the reducing sugar may 
be either high or low in two lots and both lots may be dormant. But the 
important question in these experiments is what effect the treatments have 
had upon the amount of reducing sugar that is present, irrespective of 
whether this is high or low at the beginning of the treatment. By comparing 
the values in table 4 it is seen that in no case was a series of values obtained 
corresponding to the series of concentrations of chemicals used in treating 
the potatoes. In this respect, therefore, the behavior of the reducing sugar 
was in contrast to that of the cane sugar. This is in agreement with 
measurements reported in the previous paper (2) in which there was no 
evidence of a consistent effect of the treatments in either increasing or 
decreasing the amount of reducing sugar. 
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TABLE 4. Effect of Chemical Treatment of Potatoes Upon Reducing Sugar in Press-juice 


Ethylene Chlorhydrin Sodium Thiocyanate Thiourea 
Treatments Treatments Treatments 
Lot Reducing Sugar Lot Reducing Sugar Lot Reducing Sugar 
No. in 5 cc. mg. No. in 5 cc. mg. No. in 5 cc. mg. 
207 Niels 157 18.6 152 18.6 
208 1.8 158 30.6 153 17.4 
209 Pat 159 30.0 154 14.8 
210 Me Pe 160 22ene 155 Wea 
255 1.4 235 Teer 224 15.1 
254 1.5 234 18.3 225 Wee 
252 2S Bee 18.4 226 13.8 
253 1.5 232 19.5* 227 3.0" 
* Check lot. 


Nore: For variety, source of tuber, time of digging corresponding to lot numbers, 
see table 1; and for concentrations of chemicals corresponding to lot numbers, see table 2. 


Starch Changes 


The starch changes are shown in table 5. The lot numbers are the same 
as those for the sucrose data but the starch determinations were made upon 
dried and powdered whole tissue and not upon the press-juices. The 
percentages of starch are shown in columns 3, 4, 8, 0, 13, and 14 in table 5, 
columns 3, 8, and 13 showing the duplicate determinations and columns 4, 
g, and 14 showing the averages of the two duplicates in each case. Columns 
5, 10, and 15 in table 5 show the percentage change of treated with respect 
to the corresponding check lot in each series. Thus lot 137 was 4.8 percent 
lower than the check lot 141, this value being calculated, not as percent of 
starch in the tissue, but as percent of the check value in each experiment. 

It will be observed that the highest concentration of chemical in each 
experimental series showed the lowest percentages of starch: this is true for 
all three chemicals. The starch in the treated when calculated with respect 
to the corresponding check showed losses varying in different experiments 
from 3.0 percent in lot 207 to 10.6 percent in lot 228. Lower concentrations 
of chemical showed smaller differences between treated and check, the 
differences in some cases being small and probably negligible, e.g., lot 
Nos. 208, 209, 170, 238, 237, 180, and 230; in fact, two of the treated lots 
in which low concentrations of chemical were used, lot Nos. 139 and 140, 
showed higher starch values than the check lot No. 141. 

Since the differences in starch values were small the values for the 
duplicate determinations are given in each case in order to take into account 
the question whether the differences between treated and check lots are in 
excess of the error of the determination itself. There are available 27 pairs 
of duplicate determinations, each pair of measurements having been made 
with a different lot of potato-powder. Fleisch (4) has proposed a method 
for estimating the analytical error in such cases, and, applying his method 
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to the present case, it is found that the difference between two pairs of 
duplicates should be about two percent (7.e. two percent of the amount of 
starch found) to be considered significant. All of the differences shown 
by the highest concentrations of chemical are found to be greater than this 
value, and also some of those shown by lower concentrations. 

We may consider the matter in another way, namely, by comparing the 
differences between check and treated lots of tissue with the average differ- 
ence between two duplicate determinations of a single lot of tissue. We 
find that the average deviation of a single starch measurement from the 
mean of the two duplicates is about 0.7 percent of the average starch value 
of the two; on this basis the starch differences shown by the highest concen- 
trations of chemical and the corresponding checks are at least four times 
and as much as 15 times the average deviation of duplicates; for the next 
lower concentration the treated lots range from two to ten times the average 
error; but for the next lower concentration three of the six lots do not show 
ratios greater than twice the error. 

My conclusion is that the higher concentrations of chemical have 
caused decreases in the starch content as compared with the check lots, 
but that when the concentration was reduced to about one-third of the 
optimum concentration the differences between treated and checks become 
of doubtful significance. And although a general relation was found 
between the concentration of chemical and starch content, in that the 
higher concentrations have given low starch values, and vice versa, the 
gradations have not been such as to give a series of values corresponding 
closely to the series of concentrations of chemical used in the treatments, 
as was the case for the sucrose. 

DISCUSSION 

It is interesting that the relation of the sucrose to the chemical treat- 
ments is such as to give a series of values corresponding so closely to the 
concentrations of chemicals used in the treatments. ‘Tests made on press- 
juice from potatoes which had been soaked one hour in one percent sodium 
thiocyanate indicated an absorption of sufficient sodium thiocyanate to 
give only about 0.01 gram NaSCN per 100 cc. of press-juice; the amount 
of ethylene chlorhydrin vapor taken up by the tissue in the treatments 
has not been determined, but even in the cases of the highest concentrations 
used it must have been relatively small as compared with the NaSCN 
values. These facts show how responsive the cells of the tuber are to 
comparatively small changes in concentration of chemicals. 

The gradations that have been observed may be related to gradations 
in dormancy of different eyes in the same lot. That is, perhaps the lower 
concentrations were strong enough to start the activity of only the least 
dormant eyes, while the stronger concentrations could break the rest period 
of those in the most deeply dormant condition. 

The difference in the behavior of the reducing sugar and the sucrose 
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should be emphasized. There is a tendency in the literature to class these 
two groups together as ‘‘sugar,’’ and yet in these experiments there has 
been a qualitative difference between the response of the two, sucrose 
showing increases in a perfectly definite manner and the reducing sugar 
showing an irregular behavior. 

It is not suggested that the breaking of dormancy is caused by the 
sucrose accumulation, and that growth starts when the sucrose content 
increases to a sufficient value. Soaking potatoes in a sucrose solution, or 
injecting it into the tissue even near the eye of the potato, does not induce 
growth of buds in dormant tubers. It seems more likely that the sucrose 
increase is mainly a result and not a cause. At present we can regard the 
sucrose increase only as evidence that the chemical treatments have become 
effective in the tissues of the tuber, and that subsequently sprouting of the 
buds will become evident. 

These results which indicate an increase in sucrose following a decrease 
in starch, are of special interest in connection with the views of certain 
authors that there is some sort of a direct connection between starch and 
sucrose. This would not be expected in view of the fact that when starch 
is broken down by enzyms which can be separated from plant tissue 
maltose, not sucrose, is obtained. But there are several suggestions in the 
literature that a starch-sucrose equilibrium exists, and that sucrose is an 
intermediate product between starch and dextrose. ‘The reader is referred 
to papers by Kayser (5), Ripperton (6), de Wolff (10), and Tollenaar (8) 
for further information on this point. It has often been found that as 
starch decreases sucrose increases; but it is merely an assumption to say 
that the connection is direct; it is better to say that we do not know what 
the steps are by which we may connect the disappearance of starch with the 
appearance of sucrose. 

Although both the previous and present reports show that, in the 
treated lots as compared with the checks, starch decreased and sucrose 
increased, it should not be inferred that the changes in absolute amounts 
of these substances in the tissue were large. The actual changes were, in 
fact, relatively small. Thus, in the present experiments, assuming the 
moisture content of the tissue as 80 percent, and assuming that 80 cc. of 
press-juice are equivalent to 100 grams of fresh tissue, the excess loss of 
starch from a 25 gram treated seed-piece as. compared with a check seed- 
piece was about 0.1 to 0.4 gram, and the gain in sucrose was about 0.05 to 
0.2 gram. We may also recalculate the changes shown by the data from 
the previous report (2, table 2, p. 331) from which we find that the starch 
loss per 25 gram seed-piece was about 0.2 gram and the sucrose increase 
about 0.1 gram greater in the treated than in the check. These are relatively 
small absolute changes in material. Furthermore, these are the changes 
induced by favorable concentrations of chemical, and the data show that 
much lower concentrations have an observable effect not only upor the 
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sucrose and starch changes, but also upon the sprouting response. These 
facts show that the transition from dormancy, to growth can take place 
without involving any extensive change in’ the total amounts of materials 
present in the tissue. 


SUMMARY 


I. Freshly harvested potatoes (Solanum tuberosum L.) were treated with 
ethylene chlorhydrin, sodium thiocyanate, and thiourea, the concentrations 
of the chemicals being decreased from the optimum by steps to form a 
graded series. Press-juices from the treated potatoes obtained from the 
various lots at a subsequent interval, usually four to seven days before 
sprouting became visible, were compared with juices from the checks with 
reference to sugar content. 

2. Sucrose was found to be higher in the treated than in the check lots, 
and, furthermore, to form a graded series of values corresponding to the 
series of concentrations of chemicals used in treating the potatoes. 

3. The reducing sugar values did not form such a series, and no consistent 
effect of the treatments in either increasing or decreasing the reducing 
sugar content was found. 

4. When samples were taken at intervals of 24, 48, 72, etc., hours after 
treatment it was found that the time after treatment at which the sucrose 
content of the treated lots became higher than that of the checks differed in 
different experiments, being as early as 24 hours and as late as 72 hours: 

5. Samples of entire tissue which had been dried, powdered, and analyzed 
for starch showed that concentrations of chemical favorable for breaking 
the dormancy of the sprouts caused decreases in the starch; with low 
concentrations of chemical, however, the differences were small and of 
doubtful significance. 
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THE TWIN-LEAF METHOD OF STUDYING CHANGES 
LN LEAVES? 


F. E. DENNY 


INTRODUCTION 


When measuring the changes which take place in leaves at intervals 
during a day by removing a sample of leaves at the beginning of the experi- 
mental period, and taking a second sample at the end of the period for 
comparison with the first one, it is important that the two samples be 
strictly comparable. If the differences between the two lots are to be taken 
as a measure of the change during the interval, we must be certain, first of 
all, that they were equal at the start. 

So great is the variation in leaves upon a plant that to obtain two 
samples containing leaves of the same age, weight, and chemical composition 
by making a general collection requires a large number of leaves in order 
that these individual variations may be equalized. For many types of 
experiments this requirement can not be fulfilled because of the limitations 
set by space, by the numbers of plants available, by the details of technique 
involved in setting up the experiment, etc. If it is necessary to use rela- 
tively small numbers of plants, how shall we arrange to obtain the required 
number of comparable samples so that a series of samples over a considerable 
period of time may be obtained ? 

Sachs (9) offered a solution of this problem by proposing the use of 
what has now come to be known as the “‘half-leaf’’ method. He cut the 
leaf in two, lengthwise along the midrib, taking the first half as a sample 
to represent the condition at the beginning, and leaving the other half 
upon the plant for removal at the end of the desired period. Usually the 
entire half leaf was not used but a measured area was cut out using a 
template, and the results of the determination were expressed on the leaf 
area basis. 

In later years this method was subjected to criticisms; first, that the 
opposite halves of the leaf were in fact not symmetrical, and further, that 
on account of fluctuations in area due to shrinkage when water was lost 
and to distention when water was gained, the computations on the leaf 
area basis were erroneous. Thoday (12) made these criticisms the object 
of a special investigation and found that both sources of error were important 
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factors, that the asymmetry error was inherent in the method and could 
not be avoided, and that only the shrinkage error could be overcome. 
He suggested (13) an improvement which consisted in marking out at the 
beginning with a rubber stamp the area that was to be taken at the end of 
the period, thus nullifying the effect of any change in area that might occur 
during the experimental period. 

Recently two more objections to the Sachs method have been made, 
these referring to errors arising from mutilation of the leaf in cutting away 
the half leaf or portion of it. Combes (4) claims that the wounding of the 
leaf in cutting increases the rapidity of translocation from the portion that 
remains, the effect being so great that he could distinguish between different 
degrees of wounding by the effect on translocation; and von Guttenberg 
(7) reports that removing a half leaf induces even qualitative changes in 
the composition of the remaining half; that, for example, in Jlex the wound- 
ing causes the appearance of saccharose in the other half leaf at a time when 
this sugar does not normally exist in it, and that a similar condition prevails 
as to glucosides in Hedera. He speaks of the method as leading to patho- 
logical conditions in the leaf. 

There seems to be a need, therefore, for an alternative method that can 
avoid some of these difficulties of the half-leaf method. The present 
experiments were started for the purpose of testing the possibility of using 
the paired leaves of plants with opposite leaves or of leaflets of compound 
leaves, the plan in general being to take one leaf of the pair at the beginning 
of the experimental period, and the opposite one at the end. These opposite 
leaves are of exactly the same age, and, in some species at least, are so 
nearly the same in shape, size, and composition that we may regard them 
as twins. For this reason it is suggested that the method be called the 
““twin-leaf’’ method to distinguish it from the ‘‘half-leaf’’ method. And 
if it should be found from later more extensive tests that leaf pairs in general 
are not sufficiently alike to justify the word ‘‘twin”’ then the term “‘opposite- 
leaf’’ could be used. 

Chibnall (3) used the opposite leaflets of Phaseolus in his study of the 
diurnal changes in nitrogen distribution, and Curtis (5) applied this 
method in measuring the effect of the cooling of petioles upon the rate of 
translocation from leaf blades. But both Chibnall and Curtis were inter- 
ested in the use of the method for the purposes of their particular problems 
and not in the method itself; consequently they do not show in detail 
what the variation is between opposite leaves or leaflets, or make any effort 
to extend the application of the method to species other than the ones 
they used. It has been the purpose of the present experiments to explore 
the field in this direction, to measure the amount of variation likely to be 
encountered in paired leaves, to note by means of chemical analysis to 
what extent opposite leaves have the same composition, and finally to 
apply the method to the problem of determining the changes in leaves at 


intervals during a 24 hour period. 
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AMOUNT OF VARIATION IN OPPOSITE LEAVES 


In order to determine the variation in weight of opposite leaves of 
various species, samples of paired leaves of the species shown in table I 
were taken. In obtaining the samples the two leaves of each pair were 


TABLE 1. Variations in Fresh Weights of Opposite Leaves or Leaflets 


Fresh Weights of os 
Opposite Leaves,f % 
nee Grams Total 
Species Dev. 
a b 
Coleus Biumer Berth. (yellow) o. saint orci: obese ee 13.913 14.341 2eL 
Coleus Blumei Benth. (varieg.) . 7-424 7.374 0.7 
Ghycines Vase Nien ence tan ee eee 8.078 8.02; v7, 
Glycine Max Nicer peer eee ee Py i eee 2. 38-003 8.052 0.5 
IROSE FUROSE: WNW, 5 book een aon sag boos es ec ee Pel se Ei gf 0.3 
Rosa rugosa Thunb. TN tn eee eee ete 4.944 4.923 0.4 
Ailanthus altissima Swingle............ SiR eh e tees ee eae 5-496 5-554 Wali 
A MOIS OSSH MED SNORE oe pone bo odo eo au eu kse aes 7.678 8.013 Ae, 
CORHAQOS (OUST PETOUEES TEMS. 5 oa oe an bebe yeh onoe sae eenonee 11.660 11.209 3.9 
Bryophylium calycinum Salisb................-.0000--+00 39.857 40.482 1.8 
Syringa vulgaris L... . ei Orn eeBey a i co ents crc Banta BR 5.120 5.274 3.0 
Helianthus debilis Nutt.*.......... 000 -00ccccecvecsece vee 29.504 29.355 0.5 
CORUGCEKEMSTON CUS Wits Gatien cay aire oe) ae ae ae ee 4.059 4.213 3.8 
WO MOP US CHOON DIES ee a koh sys oem on hare css AeA Gace abe awe 1.422 1.453 22 
Melilotus alba Desr. PPAR Rr rc RR ithe mass ore 1.245 122% 1.6 
Deutzia gracilis Giebadndl Zucey.aics adit ee eee ee Saye) 5.305 4.0 
Ligustrum GCM NIAC So 2 os ee Gh eho oe a eee eee ene 4.784 4.738 1.0 
LEN RPISU PETE CON AEE NAA eo. oo on pags oa eb oan a 4.043 4.088 Tink 


* Cultivated form of sunflower, listed in the seed catalog as belonging to the cucumeri- 
folius type. This form has opposite leaves only in the early stages of growth. 

+ Inall cases both samples collected at the same time. 

Nove: 25 pairs of leaves or leaflets in each case except for Melilotus in which case 50 
pairs of leaflets were used. 


picked simultaneously, and were put in separate weighing bottles; this was 
repeated until 25 pairs of leaves were collected; these were then weighed 
and in table 1, the second column (under a) shows the total fresh weight of 
25 leaves or leaflets, and the third column (under 6) shows the total 
weight of the opposite organs. In column 4 will be found the percentage 
total deviation between the two samples, 7.e., the percent error that results 
from the assumption that the opposite leaves of a composite sample of 
25 pairs of leaves are identical in weight. This value ranges in the experi- 
ment from 0.3 percent with Rosa rugosa to 4.2 percent with Ailanthus 
jasminoides. We can obtain an estimate of the amount of the error that 
would likely result if composite samples of 16, 9, or 4 leaves instead of 25 
were taken by making use of the general relation that the error is inversely 
proportional to the square root of the number. The error for 16 leaves 
would then be about five-fourths, of nine leaves about five-thirds, etc., of 
the values shown in column 4 in table 1. 
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The comparison was carried out in greater detail with leaves of Salvia, 
Ligustrum, and Helianthus as shown in table 2, in which will be found the 
weights of individual leaves. Thus, the two leaves at the tip of Salvia 
were weighed separately as shown in column 2 opposite a and 4, respectively ; 
then follow in column 4 the dry weights. The data for ten pairs of leaves 
from the tips of Salvia plants are thus shown in columns 2, 3, 4, and 5; 
and in columns 6, 7, 8, and 9 are shown the results of similar measurements 
for the paired leavesbelow the tip, etc. Also in the right hand columns of 
table 2 are shown the measurements with Ligustrum and Helianthus. 

The percentage deviations of one leaf from the opposite leaf are shown 
in columns 3, 5, 7, 9, II, 13, 15, and 17, table 2. These values are similar 
for the different types of leaves and are about four to six percent. This is 
the variation per single pair of leaves. If the sample was taken by com- 
bining 9, 16, or 25 pairs of such leaves the error would be reduced to approxi- 
mately one-third, one-fourth, and one-fifth these values, respectively. 

We may compare these values (which are errors due to lack of symmetry 
between opposite leaves) with the values obtained for asymmetry between 
opposite halves of the same leaf. Thoday (12) made measurements of the 
deviation of the weight of one half leaf from that of the other half, and 
found results which varied with different species but was commonly about 
1.5 to 3.0 percent and sometimes more than 4.0 percent. Gouwentak (6) 
in a recent report on a study of diurnal changes in the nitrogen contents 
of Helianthus leaves gives (6, p. 44) the dry weights of opposite halves of 
leaves. There were eight leaves in the comparison, and while Gouwentak 
expresses the data on the grams-per-square-decimeter basis, we may calcu- 
late the values in the manner that was done for the opposite leaves of 
Salvia, 1.e., by expressing the total deviation between the two halves as a 
percentage of the value for the leaf half marked a in Gouwentak’s list. 
This gives the average percentage deviation between leaf halves as 3.2 
percent. The values found by Thoday and by Gouwentak for the half-leaf 
method are, therefore, somewhat lower than the asymmetry errors of the 
twin-leaf method, as shown by tables 1 and 2 above, but the difference is 
not large, and considering the small numbers involved it can not be asserted 
that even this difference is significant. The twin-leaf method gives suff- 
ciently low error values to warrant its consideration as a method of getting 
comparable samples of leaves. 


VARIATION IN CHEMICAL COMPOSITION OF SAMPLES OF 
Opposite LEAVES 
Table 3 shows the differences in chemical composition of samples of 
opposite leaves, the differences in these cases representing not only errors 
in the sampling but also errors in the analyses. The 4 series was carried 
out in 1929 with composite samples of 30 leaves and the B series in 1930 
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with composites of 10 to 15 leaves. It is seen that good agreement was 
obtained with constituents which represented fairly large weights of material 
per sample such as fresh weight, dry weight, and starch, but that with 
sugars the percentage error was large, due to the small amounts of these 
substances in the tissue. 

Metuops OF ANALYSIS 

For the experiments in April, 1929, the leaves (with petioles removed), 
after being weighed, were cut into pieces and dropped into boiling alcohol 
of sufficient volume to give a final concentration of 80 percent alcohol. 
When the process of extraction was started the liquid was decanted through 
a tared Soxhlet extraction thimble and finally all particles of tissue were 
transferred to it; the tissue was then extracted with alcohol in the Soxhlet 
apparatus and the extracts made up to volume. The residue in the thimble 
was dried in an oven at 99° C.; the difference in weight in comparison with 
the tared thimble gave the weight of insoluble solids; an aliquot of the 
extract was taken for the determination of the soluble solids; the sum of 
the insoluble solids and the soluble solids gave the dry weight, and the 
dry weight and fresh weight difference gave the water content. Samples 
from the residue which was insoluble under the conditions of the extraction 
were taken for insoluble nitrogen by the Kjeldahl method (1, p. 7), and 
also for the starch determination. This was carried out by the acid- 
hydrolysis method (1, p. 95) except in one case in which the Walton and 
Coe method (14) was used. 

In the May, 1930, experiments the samples after being dropped into 
boiling alcohol were put into a weighed porcelain dish on a steam bath 
until the alcohol was evaporated; they were then dried in a vacuum oven 
at 70° C. The difference in weight gave dry weight for the leaves repre- 
senting the second pair below the tip, but this value could not be obtained 
for the tip leaves and for the leaves representing the first pair below the tip 
in this experiment, since calcium carbonate had been added to the alcohol 
at the time the leaves were dropped into it. The dried residue was then 
transferred first to a mortar and ground up with 70 percent alcohol, and 
then to pyrex centrifuge tubes. After the liquid had been brought to 
boiling in the 70 percent alcohol and then allowed to cool, it was centrifuged 
and the extract was decanted; another quantity of 70 percent alcohol was 
added and a second extraction was made; in this way six extractions were 
carried out. The extracts were combined and aliquots were used for the 
sugar and for soluble nitrogen determinations. The entire residue was 
used for both starch (or more accurately acid-hydrolyzable polysaccharids) 
and insoluble nitrogen in the following manner: After the period of acid- 
hydrolysis the liquid was removed by successively centrifuging and de- 
canting; the liquids were collected, neutralized, made up to volume, and 
five cc. samples taken for the Somogyi (11) modification of the Shaffer and 
Hartman micromethod (10); the residue and the liquid portion were digested 
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separately in Kjeldahl flasks: the digest-liquid from the residue was made 
up to volume and an aliquot of this exactly equal to the aliquot of the 
liquid portion was taken: these two digests were then recombined and 
represented a given aliquot of the original material; a Kjeldahl] distillation 
then gave the amount of nitrogen in the insoluble portion of the sample 
of leaves. 


DIURNAL CHANGES IN LEAVES 


General Procedure 


Salvia splendens Ker. was chosen for this experiment in which the 
object was to make use of the twin-leaf method for studying the changes 
in leaves at intervals of 2.5 to 4.0 hours throughout a 24 hour period. 
The plants were grown from seed, were about six to eight inches high, and 
had produced several pairs of leaves. When the plants are young the 
opposite leaves of Salvia are very uniform, but when they get older and 
when branching begins the leaves become coarser and less symmetrical. 

Three types of leaves were sampled, the young tip leaves, the leaves of 
the pair below the tip, and the third pair of leaves; these represent the 
very young, the partly grown, and nearly full grown stages of leaves. 
The samples of the three types were kept separate, and one of the interesting 
results of the experiment has been to note the difference in the behavior 
of the three types. 

The first experiment for diurnal! changes was begun on April 3, T9260, 
samples being taken at 5:30, 8:00, 10:30 A.M., 1:00, 3:30, 7:00, 11:00 P.M. 
and 4:00 A.M. April 3 was a bright and sunny day. Thirty leaves were 
taken for each sample and the procedure in getting a series of comparable 
leaves throughout the day was as follows: at 5:30 A.M. one leaf of each of 
30 pairs of opposite leaves was taken and the other 30 leaves were left 
until 8:00 A.M., at which time this second sample was collected; but at the 
same time another sample of 30 leaves from 30 other plants was taken, 
these representing the first sample for the period 8:00 A.M. to 10:30 A.M., 
the opposite leaves being left on for the sample at the end of the period. 
In this way samples at the beginning and end of each period were available 
from twin-leaves, and the change during each period could be deduced 
from the differences in these pairs, and expressed in absolute amounts of 
material, 7.e., grams of water, dry weight, starch, sugar, etc., or as the 
percentage of the fresh weight if this was considered advisable, since the 
data for this computation were available. In collecting each sample of 
leaves an effort was made to obtain leaves with varying positions toward 
the sun in order to equalize variations in this respect. 

Another test was made May 12, 1930, sampling starting at 6:00 A.M. 
and continuing until 5:00 A.M., May 13. The method of sampling was 
the same as described for April 1929 except that a smaller number of leaves 
per sample was used, 20 of the tip-leaves and of the pair below the tip, 
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and 15 of the third pair of leaves. May 12 was entirely clear throughout 
the day. 
Results of the April 1929 Experiment 


The data for the April 1929 test are given in tables 4, 5, and 6 which 
show the total number of grams of material in each sample, the percentage 
change of each constituent, and the total amount at any period calculated 
with reference to the amount present at the start in the early morning. 
Table 4 shows the data for the tip-leaves, table 5 for the leaves just below 
the tip, and table 6 for the third pair of leaves (second below the tip). 


TABLE 4. Diurnal Changes in Composition of Salvia Leaves. Tip Leaves. 
April 1929 Experiment 


Total Amount in Percent Gain (+) or Loss Relative Amount Present. 
30 Leaves (—) During the Period * Amount at 5:30 A.M. as 100 
Time 
Fresh Dry Water Fresh Dry I Fresh Dry 
Wt. Wt. grams Wt. Wt. Wace Wt. Wt. Water 
grams grams 
5:30 A.M.) 7.164 | 0.898 | 6.266 


Horo) NIN) Wigeeter || CMO || Loreteyl || Se 2eg || =p (xO || == 240 103 106 102 


\10:30 A.M.| 7.161 Oey || KeuloKey |] Se ech || Sei ie || Se aS 105 118 104 


10:30 
1:00 


1.062 | 5.640 


A 
A 
8:00 A.M.| 6.963 | 0.947 | 6.016 
A 
A 2 
1 9 TUES) || OHO) || a= goib |) == sit || a= Ws re 129 III 


1:00 P.M.| 6.42 1.075 | 5.350 
3:30 P.M.| 7.130 | 1.185 | 5.945 | +11.0] +10.2 | +11.3 125 142 123 


Aeexoy WIM ake | VND || OS 
7:00 P.M.) 8.134 | 1.308 | 6.826 | + 3.1} — 2.1 | + 4.1 129 139 128 


700) ba NIMS 503 melee Oven 762 
ineeoxoy VersINla) fehxeveyey. Il Tene ee |] 7/X6) 


1TEOOM Pe MVIR Ova Called OOM Gee 
ALX@YO) seNINilc|) Charity || Teton | he) 


O) | 4 Os On7, 134 132 129 


* Percent change in each interval calculated on the amount present at the beginning of 
that period. 
Note: Brackets indicate twin-leaves. 


The columns in tables 4, 5, and 6 which show the ‘total weights in 
30 leaves are self-explanatory. In the central columns in each table the 
percentage gain or loss in the amount of the constituent is based upon the 
amount present at the beginning of that period; thus, in table 5, column 9, 
the dry weight changed from 2.125 g. at 5:30 A.M. to 2.198 g. at 8:00 A.M.; 
the difference is 0.073 g. which is 3.4 percent of 2.125. In this way the 
changes during each period may be plotted as has been done, for example, 
in text figure 3; such a graph is a rate-curve and shows when the rate of 
change is the highest, and when it reverses in sign, if at all, etc. 
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The right hand columns in tables 4, 5, and 6 show the percentage at 
the end of any given period when the amount at the start of the experiment 
is placed at 100; thus, in table 4, column 9, the dry weight at 5. 30ranvie 
is 100, and since the gain from 5:30 to 8:00 was 6.0 percent (see column 6), 
the amount at 8:00 is 106; and since the gain from 8:00 to 10:30 was 11-4: 
percent of the amount at 8:00 the percentage at 10:30 with reference to the 
start was 106 + (0.114 X 106) = 118. In this way the values showing 
the relations between the amount at any time and the amount at the start 
of the day were obtained (see text figs. I and 2). 

There is a danger in this method of procedure, in that it tends to pyramid 
values, and to propagate throughout the daily record any erroneous reading 
that may have been taken. But the occurrence of any large error can be 
detected by calculating the fresh weight percentage for the constituent at 
each sampling period. Thus, with the exception of the first and last samples, 
there are available always two simultaneous samples at each period, and, 
although these two were obtained by taking leaves from different plants, 
the fresh weight percentages should be reasonably nearly the same; in this 
way the occurrence of any large error can be detected, and its propagation 
throughout the day can be avoided. Although these calculated values do 
not have the dependability of the original data they show the general 
change throughout the day, and permit the construction of curves such as 
text figures I and 2, which have been built up into a continuous curve from 
the step-wise measurements of the individual periods. 

Another method of collecting samples so as to avoid this propagation 
of errors would be to pick at the beginning one leaf from each of all the 
pairs to be used during the experiment, keeping them in as many groups 
as there are subsequent sampling periods, and then to pick the corresponding 
pairs at intervals thereafter. The differences for different periods will then 
be the total difference over the entire period, and there will be no propagation 
of error. This has the disadvantage that no samples except the first will 
be simultaneous, and consequently no opportunity is had to check against 
accidental errors by computing the fresh weight percentages of the simul- 
taneous samples of non-twin leaves. 


Changes in Fresh Weight, Dry Weight, and Water Content 

Tables 4, 5, 6 and text figure 1 show an interesting difference in the 
behavior of the three types of leaves with reference to fresh weight, dry 
weight, and water content. The tip leaves did not decrease in fresh weight 
or water content at any time during the day but gained continually; the 
pair below the tip and the third pair lost water early in the morning up to 
about 10:30, at which time they began to gain in water, but the pair below 
the tip did not recover the water previously lost until about 1:00 P.M., 
and the third pair not until about 5:00 P.M. The fresh weight change 
reflected the moisture change, being lowered somewhat in the early forenoon 
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and rising again during the night. Although the three types of leaves 
differed with respect to fresh weight and moisture changes, the dry weight 
changes were very similar (see table 4, column 6; table 5, column 9; table 6, 
column 10, and text fig. 1). Even though the leaf weights of the types 
were quite different, the percentage increases during the first few periods 
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5:30 8:00 10:30 =: 1:00 3:30 7:00 11:00 4:00 
A.M A.M A.M P.M P.M P.M P.M A.M 
TIME OF DAY 


Text Fic. t. Amount present at the end of each interval with reference to the amount 
present at the start. Notice differences in the behavior of tip leaves, leaves below the tip, 
and the third pair of leaves, i.e., second pair below the tip. Salvia splendens Ker. 


were similar numerically; during the night, however, the fall in dry weight 
was not so fast in the tip leaves as in the other types (see text fig. 1). All 
three types had higher dry weights in the early morning of the second 
day than they had at the start of the experiment, whether the calculation 
is made on the twin leaf basis or on the percentage of the fresh weight basis. 
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Starch 


Although the term starch is applied throughout this paper, the method 
mainly used was that of acid-hydrolysis (see 1, p. 95), and consequently 
the determination includes not only true starch but also all other compounds 
that hydrolyze with dilute acid to give copper reducing substances. In 
the present experiments the purpose was to test the use of the twin-leaf 
method for studying the changes of substances, and emphasis was not put 
on the nature of the substances themselves; consequently this grouping of 
substances will not seriously disturb the general conclusions. The Walton 


LEAVES BELOW TIP 


STARCH 
(ACID HYDROLYSIS METHOD) 


PERCENT OF THE AMOUNT AT START 


5:30 8:00 1:00-1:00 4:00 7:00 11:00 2:00 5:00 
A.M A.M A.M PM P.M PM P.M AM AM 
TIME OF DAY 
Text Fic. 2. Starch'by acid-hydrolysis method in leaves below the tip with reference 
to the amount present at the start. Notice that time of attainment of the maximum and 
of the beginning of rapid translocation was early in the 1929 experiment and late in the 1930 
experiment. Salvia splendens Ker. 


and Coe (14) method, which eliminates interfering polysaccharids, was used 
in one test (third pair of leaves in the 1929 experiment), but there was 
doubt as to whether the enzym was bringing about complete hydrolysis 
of the starch. Subsequent determinations showed about 25 percent lower 
values by the Walton and Coe procedure than by the acid-hydrolysis 
method. No doubt a study of changes in the non-starch acid-hydrolyzable 
polysaccharids would give interesting results, and it appears likely that the 
twin-leaf method would be well suited for this purpose. 
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The quantity of starch (or the acid-hydrolyzable substances) found in 
each sample is shown in table 5, column 5, and table 6, column 5. ike 
percentage increases during each experimental period are shown in column 
11, table 5, and in column 12, table 6. The greatest percentage increases 
occurred in the period from about 8:00 to 10:30 A.M., but the maximum 
amount of starch in the tissue was not reached until later in the day, about 
1200 (03:20) FM, 

In text figure 2 will be found the relative amounts of starch present in 
the leaves at the various intervals during the day with reference to the 
amount present in the early morning. 

The data in tables 5, 6, and 7B show increases during a 2.5 hour period 
of 30 to 90 percent of the amount of acid-hydrolyzable substances present 
at the beginning of the period; this indicates that it would be possible to 
measure this increase over a much shorter period, possibly during a 30 
minute interval. 


Soluble Solids 


The weights of material soluble under the conditions of extraction used 
in these experiments are shown in table 5, column 6, and table 6, column 6; 
they are of interest in showing that the soluble solids made a complete 
excursion during the 24 hour period, increasing in amount up to about 
2:00 P.M., and then decreasing so that the amount present the next morning 
was about the same as that at the beginning of the experiment. 


Insoluble Nitrogen 

The changes in the amounts of nitrogen in the insoluble fraction were 
so small that it can not be definitely stated whether any change at all 
occurred. As shown in table 5, column 7, and in table 6, column 8, the 
absolute amounts in 30 leaves underwent small changes during each experi- 
mental period but it seems unlikely that these differences are significant. 
Furthermore, when these amounts are calculated on the percentage of fresh 
weight basis, it is found that the range of values including both types of 
leaves and at all sampling periods throughout the day was only from 
0.54 percent to 0.71 percent of the fresh weight. There was a tendency for 
slightly higher values at about noon and lower values in the early morning. 
But it would require larger samples with the resulting smaller experimental 


errors to obtain dependable values for showing the change in insoluble 
nitrogen. 


Results of the May 1930 Experiment 


The results of the May 1930 experiment are shown in tables 7A and 7B. 
Table 7A gives the total amounts of substances found in the entire sample 
at each experimental period, and table 7B shows the percentage change 
during each period, and the relation of the value at any time to that at the 
beginning of the experiment. 
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TABLE 7 A. Changes in Salvia Leaves During a Day and Night. May 1930 Experiment 


Tip : 
wae Leaves Below Tip Third Pair (Second Pair Below Tip) 
. Total 
Time in 20 Total in 20 Leaves Total in 15 Leaves 
Leaves 
Fresh | Fresh | Starch | Insol. | Fresl Dry | We Starcl Sol. s 
Wire| Wigs) 2. |i mel Wee Wee.) 2 pe Nee Ae 

6:00 Jas E aoe 4.235 | 9-575 | 0.148] 52 | 8.494] 1.048] 7.446|0.170| 4.6 39 
SHeQO RIN Be ea ce | 3-955 | 8.925 | 0.166] 54 | 7.631 | 1.083 | 6.548 | 0.188 4.2 39 

| | | 
EOE AGIMIES Sane: | 4.085 | 9.860] 0.160] 60 | 9.253 | 1.261 | 7.992 0.196] 4.3 47 
11:00 A.M.. 4.135 | 9-948 | 0.207 | 61 | 9.177 | 1.353 | 7-824 | 0.283 5.0 49 
11:00 A.M 3-716 | 8.945 | 0.178] 57 | 7.978 | 1.164 | 6.814] 0.200] 5.8 43 
Te Ome Meee os | 3-959 | 9.324 | 0.232) 60 | 8.064 | 1.282 | 6.782 | 0.260] 5.2 45 
TesO uk MI es 3.632 | 9.315 | 0.218} 58 8.471 | 1.366 | 7.105 | 0.289 | 5.0 46 
APOOUE Mine asa s | 3-865 | 9.723 | 0.264] lost | 8.742 | 1.491 | 7.251 | 0.307 | lost 48 
AEGOWE MER a 3-213 | 8.562 | 0.238 | 56 | 8.347 | 1.409 | 6.938 | 0.296] 4.6 44 
Fe OOMP IM. ns. 3-340 | 8.662] 0.257| 56 | 8.619] 1.479] 7.140] 0.296] 4.9 45 

| | | 
FOO" PaO as a. 3-515 | 7-902 | 0.227| 49 | 7.814 | 1.265 | 6.549 | 0.273) 4.2 AI 
10:30 P.M. 3.659 | 8.110 | 0.22 49 | 7.676 | 1.234 | 6.442 | 0.273 | 4.0 40 
WOrs Orbis e es oc 3.669 | 8.562 | 0.196] lost | 7.896 | 1.255 | 6.641 | 0.282 | 4.5 4 
DE OO RNa Us is ot) a. 3-654 | 8.453 | 0.180] 53 | 7.649] 1.131] 6.518 | 0.208] 4.1 4I 
BEOO MA AW ee <2. 3-784 | 9.137 | 0.212] 56 | 8.637 | 1.333 | 7.304 | 0.242] 3.4 46 
BEOOwA a Mia. sates a 3-952 | 9.247] 0.151 | 52 | 8.697|1.241 | 7.456] 0.197| 4.4 44 


Note: Brackets indicate twin-leaves. 


Fresh Weight 
Columns 2, 3, and 6 in table 7A, and columns 2, 3, and 5 in table 7B 
show that the fresh weight behavior was similar in most respects to that 
noted in the 1929 experiment. The fresh weight losses in the early morning 
hours were greater in the 1930 experiment than in that of 1929, and the 
gain during the night was not as great. The percentage changes during 


2 


the different periods are shown for the third pair of leaves in text figure 3. 


Dry Weight 

The dry weight values for the third pair of leaves are shown in table 74, 
column 7, and in table 78, columns 6 and 13. They are of special interest 
in comparison with the results from the 1929 experiment in showing maxi- 
mum dry weight values much later in the day. Thus, in 1929 this maximum 
was reached by mid-afternoon but in 1930 it did not occur until about 
7:00 P.M. ‘The percentage changes in dry weight during different intervals 
are shown for the third pair of leaves in text figure 3. 
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Water Content 
This was obtained in the 1930 experiment only for the third pair of 
leaves (second pair below tip, see table 7A, column 8, and table 7B, column 
7). Losses of water were high until 11:00 A.M., at which time the water 


RATE CURVE 


+40 
THIRD PAIR OF LEAVES 
MAY 1930 EXPERIMENT 


+30 


+20 


+10 
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O STARCH CBY ACID HYDROLYSIS) 
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-20 


6:00 8:30 11:00 30 4:00 7:00 10:30 2:00 5:00 
A.M A.M A.M PM P.M P.M P.M A.M A.M 


TIME OF DAY 


TEXT Fic. 3. Rate curve; gain or loss during each period expressed as the percent of 
the amount present at the beginning of the period, and plotted at the middle of each period. 
All three curves for the third pair of leaves, 7.e., second pair below tip. Salvia splendens Ker. 


content began to gain; but these leaves did not recover their original water 
content during the night as was the case in the 1929 experiment. 


Starch (Acid-hydrolyzable Polysaccharids) 


The data for the pair of leaves below the tip and for the third pair of 
leaves are shown in table 7A, columns 4 and 9, and in table 7B, columns a 
8, 11, and 14. The percentage gains during each 2.5 hour period were 
again large in the forenoon, the gains being 30 to 44 per cent of the amount 
present at the beginning of each period. The results of the 1930 experiment 
differed from those of 1929 in the time during the night at which the losses 
began to take place. In the 1929 series this reduction in the amount of 
starch started in mid-afternoon (see text fig. 2), but in the 1930 series 
losses in starch did not begin until about midnight (see text fig. 2); the 
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starch values remained nearly constant from about 4:00 P.M. until about 
10:30 P.M. 
Insoluble Nitrogen 

In the 1930 as in the 1929 experiments the data show very little change 
in the amount of nitrogen in the insoluble portion. The absolute amounts 
in the samples at the beginning and at the end of each period fail to show 
any clear gains or losses that can not be accounted for as experimental 
errors, and the percentage of the fresh weight showed nearly the same 
values throughout the day. Here again the values tend to be slightly 
higher during the middle of the day but the difference is not great enough 
to be conclusive. 

Sugar 

The preliminary experiments in 1929 indicated that Salvia leaves were 
very low in sugar, this constituent being about 0.1 to 0.3 percent of the 
fresh weight. In the 1930 experiments an attempt was made to measure 
the sugar change during the day by means of the Somogyi (11) modification 
of the Shaffer and Hartman (10) method. This is applicable to amounts 
of sugar varying from zero to two milligrams in a five cc. sample. The 
sugar values obtained in the 1930 experiments for the various samples 
throughout the day are shown in table 8 which gives not only the absolute 


TABLE 8. Diurnal Variation of Sugar in Leaves of Salvia May 1930 Experiment 


Tip Leaves Third Pair 
, Reducing Sugar Sucrose * Reducing Sugar Sucrose * 
Time of Day 
Total in | % of | Totalin | % of | Totalin | % of | Totalin | % of 
20 Leaves Fresh 20 Leaves| Fresh |15 Leaves| Fresh |15 Leaves| Fresh 
mg. Weight mg. Weight mg. Weight mg. Weight 

GrO0r ARM Same oer aon Ws || ait Aes || ORtO Soy |} KOI Fin OLO 
Si OMA: IVE See aa: eet 8.5 0.21 6.3 0.16 9.6 0.13 10.0 Omng 
SHOCKS ANIMES 5 oS Od vonuwan 9.9 | 0.24 Fe ORES 12.5) || Ona) Tikes 0.12 
MEO AIM sac es ooo ances UO || Os CKO || @22 16.1 0.18 13.8 0.15 
TURBOS NUL a ek yy hiya ora 8 9.9 | 0.27 8.1 0.22 Tord ORL Tee Only, 
13 0} PeIVIA savanna eae SHO || Opa) Foor. || O28 WAL || pial 9.6 0.12 
nu=3 Olen Vena ey eee 8.8 0.24 Feil 0.20 Tie 0.16 rake 0.16 
AROO WES VLE earn oa eee Sos || Osa O.2 ora 12k 0.14 14.2 0.16 
4:00 P.M.. HAS || O22 9.4 | 0.29 WAS) 0.15 13.6 0.16 
72000 Manas eee 6.9 | 0.21 TOKO || OZ TA) || pits ese Ont 
AAO ON eANIRL 3 eugte® Mine aoe Aes. || OP 9.9 | 0.28 Se || @s0a TALOM ROMS 
GO)3 Olea here ee eee eu | OL2O 7.4 | 0.20 10.1 0.14 Ngo) |) Koay 

TO: 20) eae 6.5 | 0.18 On” || O26 aa | ih I 
: 5 : ‘ ; 4.4 | 0.18 
2EOORAGY an LON |OMmo OS || Ons HL || CxO 9.1 0.12 
22OO SACI ena eee 6.7 | 0.18 Oe || i147 Skis) || Opie 13S OR 
5:00 A.M Foil 0.18 Meg |) sive S19) || Opi 7.8 0.09 


* By acid inversion in the cold, see 1, p. 95. 
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amounts in the entire sample but also the fresh weight percentages. It is 
seen that only small changes occurred. The reducing sugar values gave 
increases up to about 11:00 A.M. and then fell off toward the next morning. 
The sucrose values are subject to greater error since they are arrived at by 
means of the difference of two measurements; but, as a whole, low values 
were obtained in the early morning samples, with higher values about 
4:00 P.M. 

It may be questioned whether these observed differences are real, in 
view of the small amounts present and the large percentage error involved 
in their determination. The percentage of the fresh weight varied only 
between the limits of 0.11 percent and 0.27 percent for the reducing sugar, 
and between 0.09 percent and 0.32 percent for the sucrose. Compared, 
therefore, with the changes that were observed in fresh weight, dry weight, 
starch, etc., the sugars have shown very little fluctuations during the day. 

It should be stated that these sugar determinations were made with 
uncleared solutions and represent, therefore, not merely sugar but all other 
substances that reduce copper under these conditions. It was not found 
feasible to clear with lead acetate, since the volume of liquid available for 
the test was small and the losses in amounts of liquid resulting from the 
procedures in leading and deleading were large. Preliminary tests indicated 
that leading and deleading decreased the apparent sugar content by about 
one-fifth or one-fourth. 


Dry Weight Increases per Square Meter of Leaf Surface per Hour 

Time was not available for taking the leaf areas of all the samples in 
these series of measurements. But, to permit a comparison of these 
measurements with previous work on diurnal changes in which the results 
were always expressed on the leaf area basis, the general relation between 
the leaf weight and area was established. Thus, in table 9 are shown the 


TABLE 9. Relation Between Fresh Weight and Area of Salvia Leaves 


Fresh Weight Area in Fresh Weight Area in 

of Leaf, grams sq. cm. of Leaf, grams sq. cm. 
0.86 19.8 0.30 8.2 
0.60 igen 0.08 Deg) 
0.38 9.9 0.13 3.9 
0.27 8.2 0.30 Fete) 
0.16 57 0.27 8.4 
CORN 7/ 5-3 0.48 12.6 
0.52 13.0 0.37 10.7 
0.43 II.4 0.16 5:3 
0.52 ey 0.22 6.9 
0.68 19.0 0.46 12.0 


Nove: The weights and areas of leaves were recorded in the above table in the order in 
which the measurements were made. From this table a graph (not shown in this paper) 
was prepared, giving the relation between weight and area. From this graph the average 
areas of the leaves of the various samples were calculated for use in table 10. Small leaves 
have a greater leaf area per fresh weight than large leaves, e.g., leaves that were 0.1 gram in 
weight gave areas of about 3.1 sq. cm. while those with weights of 0.3 g. and 0.5 g. gave 
areas of about 8.3 and 13.0 sq. cm., respectively. 
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fresh weights and leaf areas of 20 Salvia leaves of various sizes. From these 
measurements a graph (not shown) was prepared from which the average 
leaf weights in the various samples were translated into average leaf areas, 
at least with fair accuracy. The corresponding gain in dry weight per leaf 
area during each interval was calculated for the leaves below the tip in 
the 1929 experiment, and for the third pair of leaves in both years, The 
results are shown in table 10 which shows the gain in grams per square 


TABLE 10. Dry Weight Increase per Square Meter per Hour 


April 1929 Experiment May 1930 Experiment 

Leaves Third Third 

Time Interval aoe ay f. ee Time Interval g. aoe 

m. per hr. | m. per hr. m, per hr. 
REA HO SECO INI. oo oo - 0.50 0.33 Goorin We ocecascul) OTS 
SOL) HO) WOR) ANIM os co 1.16 2.78 IPVO) 1H) HINROOINIM oA Ga 4 - 1.58 
TORAO UO WHO LIM. 5 a oe 2.68 1.94 TpHOVeN To). TSO IERIMI aceon) — Dally 
TOO HO) BRAO [PIM occa onc 1.09 1.00 TRKOUG! AIO) IESIM 5 go oo ae 2.28 
BeaVey (xO) 7/ KOO) IPSIMlooo ae oo + 0.39 0.30 AZO AKO). “GPHOO) IEAM loan a5 poe: 1.05 
INANE Gide Golo 6.ob 1.16 1.27 A ViGKAlS Gea pee moe einer 1.54 


meter of leaf area per hour during each interval in which gains in dry 
weight were made. It is seen that a series of values was obtained showing 
how the rate changed from one period to another. Thus, in the 1929 
experiment, with the leaves below the tip, the successive gains were 0.5 
gram per square meter per hour during the period from 5:30 to 8:00 A.M., 
1.16 from 8:00 to 10;00.A.M., 2:68.from 10730 AM: to 1:00 P\M297.09 
from 1:00 to 3:30 P.M., and 0.39 from 3:30 to 7:00 P.M. ‘Thereafter the 
dry weight decreased. It is interesting to compare the results in the two 
different years, the maximum rate of gain occurring later in the day in 
the 1930 than in the 1929 experiments; e.g., for the third pair of leaves the 
highest rate was between 8:00 and 10:30 A.M. in 1929, and between 1:30 
and 4:00 in the 1930 experiments. 

We may compare these values with previous measurements of dry 
weight increase. Kostytschew (8, p. 177) gives the amounts per square 
meter per hour for different species, and in his list the values range from 
1.00 to 2.37. The bottom line in table 10 shows that the average values 
in the present experiments (1.16 to 1.54 g. per sq. m. per hr.) come within 
the range of the Kostytschew values. 

The gains in dry weight per leaf area are usually given as average 
values over a considerable period of time, often for a ten hour period, but 
the details in table 10 are of much greater interest, since they show not 
only: the average over a considerable period but also show the values for 
each interval. It is seen that the rate over a short interval may be more 
than twice the average rate over a long period; and probably if suitable 
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conditions as to starch depletion before the start of the experiment were 
provided, even larger differences between gains during short exposures and 
average gains over a long period would be found. 


DiscussIon 

It is likely that Sachs tested the opposite leaf possibility in connection 
with the early experiments on this subject, since he speaks (9, p. 7) of the 
use in some cases of opposite leaflets of compound leaves, but no detailed 
data on the point have yet come to the writer’s notice; also Broocks (2) 
when dealing with plants ‘mit gefiederten Blattern (Bohne, Kartoffel),”’ 
used opposite leaflets, but there is no evidence that he regarded this as an 
improvement. Perhaps this method was tested and discarded by them 
for the reason that the symmetry error was found to be higher with opposite 
leaves than with opposite halves. They could not foresee, of course, that 
in later years there would be brought forward objections which would 
suggest the need of sacrificing accuracy in the sample weight in order to 
attain an advantage in another direction. 

Even though it may be shown in the future that there is greater uni- 
formity in opposite halves than in opposite leaves, we should not merely 
on that account condemn the twin-leaf method. It has an important 
advantage in that the errors arising from mutilation of the leaf are much 
reduced. We can not say at present that the cutting of the petiole has 
no effect at all upon the opposite leaf, but we can reasonably expect that 
the effect is small because of the small amount of tissue involved in cutting 
through the petiole, and because of the distance to the opposite leaf blade 
whose metabolism must be affected to bring about an error in the method. 

The suggestion that the opposite halves of a leaf are more nearly in 
the same physiological condition than any two leaves upon the plant, 
does not appear to represent the situation correctly. This may be true 
when the leaf is intact, but when one half is cut away the physiological 
condition of the other half is so seriously disturbed that the previous 
advantage in this respect is no longer present. 

There is a restriction in the number of kinds of plants with which the 
twin-leaf method can be used. Only those with opposite leaves or leaflets 
are available, and, of these, only those showing a sufficient uniformity in 
size and chemical composition for the purposes of the experiment. But it 
is believed that there are many such, and since in certain types of experi- 
ments the species to be used can be deliberately chosen, it is possible that 
the method can find a good field of usefulness. 


SUMMARY 
1. Because of the objections that have been made against Sachs’ half- 
leaf method of measuring changes in leaves during a definite time interval, 
attention was turned to the possibility of using the pair of leaves of species 
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having opposite leaves or leaflets, the plan being to take one leaf of the 
pair at the beginning of the period and the other one at the end. It is 
suggested that this be called the “‘twin-leaf’’ method to distinguish it from 
the half-leaf method. An alternative name is the ‘‘opposite-leaf’’ method. 

2. In order to determine the extent of the variation in opposite leaves, 
samples of single pairs and of composite samples including several leaves 
were taken, fresh and dry weights were obtained, and in some cases chemical 
analyses for various constituents were made. 

3. Tests of different species showed favorable results with several, the 
error involved in the assumption that the weights of the opposite leaves 
were equal amounting in Salvia splendens to about five percent, which 
would represent an error of about one percent on a composite sample of 
25 leaves and of about two percent on a sample of nine. 

4. The method was then applied to the determination of diurnal changes 
in the leaf blades of Salvia. Samples were taken on April 3, 1929, at 5:30, 
8:00, 10:30 A.M.,_I:00, 3:30, 7:00, 11:00 P.M., and 4:00 A.M.; 30 leaves 
were taken at the beginning of each period and the opposite leaves in each 
pair at the end. Another series was carried through the 24 hour period 
on May I2, 1930, samples being taken at 6:00, 8:30, 11:00 A.M., 1:30, 
4:00, 7:00, 10:30 P.M., 2:00 and 5:00 A.M., 15 to 20 leaves being taken 
at each period and all samples being made comparable by the use of opposite 
(twin) leaves. In both series leaves of three types were collected: tip 
leaves, leaves below the tip, and the third pair (7.e., second pair of leaves 
below the tip). The three types of leaves were collected and analyzed 
separately. : 

5. The analytical data for the various samples at each period included 
fresh weight, dry weight, water content, starch, soluble solids, insoluble 
nitrogen, etc. The tables and graphs show the absolute amounts of material 
present in each sample, the percentage gain or loss during each period, 
and the relative amount of each constituent at any time with respect to 
the amount present in the first sample taken in the early morning. 
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OXYGEN REQUIREMENTS FOR ROOT GROWTH OF 
CUTTINGS? ING Wale 


P. W. ZIMMERMAN 


INTRODUCTION 


Those who attempt to review the literature on aeration as affecting 
plant growth find it varied and voluminous. Many reports are conflicting 
as might be expected in so large a field. Some phases of the subject, such 
as oxygen requirement for growth in liquid media, have not been extensively 
investigated. The present paper shows some of the effects of known 
amounts of dissolved oxygen on growth of roots from cuttings. 

Livingston and Free (10), using sealed soil containers which could be 
auto-irrigated and aerated, concluded that plants vary in their requirements 
for oxygen, willow being a low and coleus a high oxygen type. Complete 
deprivation of oxygen caused sensitive species like coleus and heliotrope 
to wilt. The roots failed to take up water and the plants soon died. 
Cannon (3) in 1915 noted a relationship between moisture, aeration, and 
temperature as environmental factors which control the distribution of 
plants. 

Free (8) found that buckwheat in culture solutions was not improved 
by aeration with air, oxygen, or nitrogen. It was not injured by nitrogen 
but was killed when aerated with carbon dioxid. Cannon (4) in 1925 
showed that the requirements of cotton for oxygen varied with the tempera- 
ture. Growth was normal at 21° C. when the air surrounding the roots 
had only 2.6 percent oxygen, while the plants in this same amount of oxygen 
but at 28° C. gave approximately one-fourth of normal growth. Corn at 
18° C. or higher required more than 10 percent oxygen in the air surrounding 
the roots. When the growth rate of plants was normal for a given concen- 
tration of oxygen, the addition of more of this gas did not further increase 
growth. Emerson (7) found the subterranean systems of plants growing 
on floating bog mats to be very superficial and nearly all above the water. 
He thought that some of this superficial development might have been due 
to toxic materials in bog water, but that oxygen doubtless played a part. 
Bergman (1) observed that roots of land plants do not live under prolonged 
submergence. The roots soon die and new ones are developed from the 
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stem near the surface of the water. When, however, the water was aerated 
the roots were able to endure submergence, though some retardation was 
noted. In nature the oxygen content of Swamp water decreased from the 
Carex stage to the Chamaedaphne-Andromeda stage. Ecesis, he concludes, 
can occur only when the oxygen requirements are satisfied. Bergman (2) 
noted that the oxygen content of water where cranberry plants were 
submerged varied on cloudy and clear days. Shaded tubs containing 
submerged plants had less oxygen than controls in direct sunlight. 

In 1921 Clements (5) published a monograph in which he summarized 
approximately 700 papers dealing with aeration and air content. With this 
publication at hand there is little need in this paper for further references 
to literature. The data reported kerewith are primarily to show the effect 
of various concentrations of oxygen on the production of roots by cuttings. 


MeEtTHOps 
Cuttings were placed in water of different depths. The containers used 
were glass cylinders 9 inches in height by 14 inches in diameter or large 


\ 
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Text Fic. 1. Apparatus used for micro-determination of oxygen in water. 


test tubes 16 inches by 2 inches. A complete experiment usually consisted 
of aerated and not aerated cuttings in shallow, medium deep, and deep 
water. Aeration was accomplished by bubbling air or oxygen from cylinders 


618 THE BOYCE THOMPSON INSTITUTE FOR PLANT RESEARCH, INC. 


through the water. Five cc. samples of water were withdrawn from various 
depths and analyzed for oxygen. 

The analyses 2 were made with a specially designed apparatus described 
by Thompson and Miller (12). A picture of this apparatus may be seen 
in text figure I. 

In a few cases oxidizing compounds such as potassium permanganate 
and hydrogen peroxid were added in different amounts to tap water in 
which the cuttings were grown. Additional amounts of these chemicals 
were added at regular intervals. 

Tap water was used in most cases. When it was necessary to start 
with water that was low in oxygen the tap water was first boiled. In some 
cases, paraffin oil was placed over the surface of the water to decrease 
absorption of oxygen from the air. 

Where light appeared to be a factor in controlling root development or 
oxygen content the tubes were either wrapped with black paper or placed 
in a dark room. 

Any variations in the methods are described in connection with the 
report of results. 


MATERIAL 

Salix pendula (willow), Forsythia intermedia, rose (Dorothy Perkins), 
Salvia splendens, Coleus Blumei, Hedera helix (English ivy), Lycopersicum 
esculentum (Bonny Best tomato), Ligustrum ovalifolium (privet), Phala- 
delphus sp., Chrysanthemum sp., Prunus tomentosa, Portulaca oleracea 
constituted the main types that were tested. Long cuttings were used so 
that they could be placed in deep or shallow water. Both leafy shoots and 
dormant leafless stems were tested in the course of a year. 


RESULTS 


Four long Salvia splendens cuttings were placed in each of 12 cylinders 
so that the basal ends rested on the bottom and the leaves extended above 
the glass. The cylinders were then divided into four lots of three each for 
various treatments as shown by the following plan: 


* The method of procedure up to the point of titration was well described by Thompson 
and Miller (12) and for that reason is omitted from this paper. The iodine liberated was 
titrated with N/500 sodium thiosulphate. According to Scott (rr) 1 cc. of N/40 sodium 
thiosulphate is equivalent to 0.2 milligram oxygen by weight or 0.1395 cc. oxygen by 
volume under standard conditions. Then 1 cc. of N/500 sodium thiosulphate would be the 
equivalent of .000016 g. of oxygen. Ona5cc.sample, which represents the volume analyzed 
with our apparatus, 1 cc. of N/500 sodium thiosulphate = .oooo016 x 100/5 or .00032 
percent of oxygen or 3.2 p.p.m. To calculate the parts per million of oxygen in the SiCee 
sample multiply the number of cc. of sodium thiosulphate used in titration by the factor Bree 
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Treatment 


Lot Depth of Water 
Indicated in Inches 


Lot ADevindert no... < av: | Te Tap water not aerated 
otal) cylincdeneaee a tk 4t | 
Lot A, cylinder 3 | 7 


Lot B, eylinder Dec... ss. Tis Tap water aerated with oxygen 
Lot B, cylinder 2 43 2 


Lot B, cylinder 3 if 


Lot C, cylinder 1 ee Water was boiled then oiled with 
Lot Fe) ls AS | paratin oil to prevent oxygen 
hoe Cxcylnder 345.522... . 7 absorption from the air 


Lot D, cylinder 1 rs Water was boiled then oiled with 
Lot D, ev MMO ere 2 we? ne 45 paraffin oil and aerated with oxygen 
Bote); cylinder 2....... jj 


The water used in two lots was boiled so as to lower its oxygen content 
at the beginning of the experiment. In two lots the water was aerated with 
oxygen from a tank through glass tubes extending to the bottom of the water 
column. Also in two lots paraffin oil was placed on the surface of the water 
to decrease the absorption of oxygen from the air. The water levels were 
kept constant by means of siphons from reservoirs. The results of the ex- 
periment are shown in text figures 2 and 3. Rooting occurred in lot A at 
the base of the cutting in shallow tap water, but in the deeper water roots 
appeared some distance above the base near the surface of the water. 
Cuttings in the deepest water did not root. Lot B which was the same 
except that the water was aerated showed rooting at the base of all the cut- 
tings even in the deepest water. Lot C in water which had been boiled and 
oiled produced no roots, but Lot D which had water that had been boiled, 
oiled, and then aerated produced roots at the base in all depths of water. 
Where aeration was maintained salvia cuttings rooted regularly at the base, 
whereas rooting occurred above the base in four inches of non-aerated water. 
At the time this experiment was in progress equipment for determining small 
quantities of oxygen in water was not available, but there was strong evi- 
dence that oxygen was the limiting factor. Accordingly, in later experi- 
ments a method was worked out whereby 5 cc. samples of water could be 
drawn out of the cylinders and analyzed quantitatively for oxygen. The 
method used was a modification of the Winkler (13) method with an appar- 
ratus described by Thompson and Miller (12). With this method it was 
possible to withdraw and analyze a sample from any point along the stem 
with very little mixing of the water. 

In order to get quantitative measurements of minimum oxygen require- 
ments for root growth, some cuttings were selected from plant types like 
willow which have the capacity to root at various places along the stem. 
These cuttings were grown in 16” glass tubes as shown in text figure 4. 
The response was somewhat similar to that of salvia in that there was a 
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Text Fic. 2. Salvia cuttings in water from August 2, 1929 to August 24, 1929. A, 
cuttings in tap water not aerated; B, cuttings in tap water aerated with oxygen. 
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TExtT Fic. 3. Salvia cuttings in water from August 2, 1929 to August 24, 1929. C, 


cuttings in water that was boiled to remove the oxygen and then oiled with paraffin oil to 
decrease oxygen absorption; D, cuttings in water that was boiled, then oiled and aerated. 
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tendency for roots to form near the surface of non-aerated deep water and 
at the base of the aerated cuttings. This peculiar response in non-aerated 
tubes furnished an opportunity to determine the amount of oxygen where 
roots grew well, or poorly, or not at all. The results of analyses are reported 
in table r. Text figure 4 shows the root response in different depths of 


Wir IKE. jj ‘cuttings started Octobe : > 
4. Willow cuttings started October 24, 1929 and photographed November 


16, 1929. The glass tubes were 16”’ y by 2”’ in diamet . 
oe 9 5 g long by 2’’ in diameter. The water depths were 2 
8”, and 15”. 


‘) 
’ 


Left, three tubes not aerated; right, three tubes aerated with oxygen from a commercial 
cylinder of the gas. 


aerated and non-aerated water. Roots grew near the surface of the water in 
the non-aerated tubes. At the time the experiment was started tap water 
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wo 


had approximately eight parts of oxygen per one million parts of water, 
but eight days later when roots were starting the oxygen in the non-aerated 
shallow water had been reduced to 3-2 p.p.m. At the bottom of an 8” 
column of water the reading was 0.6 p.p.m. and at the bottom of a 15” col- 
umn no oxygen was detected and no roots had grown. ‘The aerated series 
showed at the same time rooting and approximately 18 parts of oxygen per 
million of water at all points in the tubes. 


TABLE I. Response of Salix pendula (willow) cuttings approximately 18" long taken Oct. 
24, 1929 and placed in test tubes (16'' K 2'’) containing three different depths of 
water to determine the oxygen requirements for root growth 


Treatment and Date Depth of Water Point Below Surface | Oxygen] Length of 
of Analyses Column, in trom Which Sample | p.p.m. Roots in 
Inches Was Drawn, in Inches Inches 


Series A 
Not aerated 
Analyses made 11/2 


STIS | Smile Sk eng 2B 2 BL Starting 

Meret ee es 8 8 0.64 oO 

plete = eae 15 15 0.00 oO 
Series B 


Aerated with Oxygen 
Analyses made 11/2 


HERI ety par Ss ae er ee 2: 2 2 18.7 Starting 
plete Been ern. ee, ene 8 8 19.2 Starting 
pUpuen a eves. {8a ai. 5 een 15 15 18.7 Starting 

Series A 

Not aerated 

Analyses made 11/6 
SIRT erie ee eae a Sexe ok 2 I 6.6 2 
ibeyzzeere Skee macs 2. o. 8 I 0.5 5 
GRE pain ays 8 8 0.1 (6) 
(Mile et Bseent Sone 15 I 0.6 ra 
DUIS S74, As eric Pat ee eee 15 7 0.3 6) 
ARM ZE aot en chante eee 15 15 0.2 oO 

Series B * About 2 in 


Aerated with Oxygen all depths 


* Analyses were not made throughout on the aerated series because they always showed 
much more oxygen (approximately 20 p.p.m.) than is required for root growth. 


Thirteen days after the experiment had been started, roots were growing 
near the surface of the water in all the non-aerated tubes. In the shallow 
water, however, the roots were two inches long with the oxygen at 6.6 p.p.m. 
as contrasted with one-fourth inch roots in the deep water, where the oxygen 
had been reduced to 0.6 p.p.m. (see table 1). In the aerated series the roots 
were approximately two inches in length and the oxygen content was 
approximately 18 p.p.m. throughout the tubes. Though the roots grew 
throughout the deep aerated water there was a tendency for the cuttings to 
exhibit some polarity by having the largest roots near the base. Polarity 
was disturbed in the deep water, non-aerated series, due to the very low oxy- 
gen supply at the base of the cuttings. 
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TABLE 2. 


(willow) cuttings. 


Experiment started 11/22/20 
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Variation of oxygen supply in water of aerated and non-aerated lots of Salix pendula 


iator | Point Below Sur- E 
Treatment and Date Depenoy Water face from Which Oxygen Length of Roots, 
of Analyses Taehies Sample Was Taken, p-p.m. in Inches 
in Inches 
Series C 
Not aerated 
Analyzed 11/26/29 
STRUM. sine oe 3 3 3.4 fo) 
Pulber2y aceon acme 8 8 1.34 te) 
Tube 3 15 15 0.64 10) 
Series D 
Aerated with oxygen 
Analyzed 11/26/29 
OPUING Thy oc aneeeogade 3 3 18.5 0) 
AIMS PIS ee ee 5 aioe 8 8 18.0 fe) 
a RD BCR ae ae bey eae 15 15 15.0 co) 
Series C 
Not aerated 
Analyzed 12/6/29 
AN tileowiin Genes nro mse: B 3 4.8 z 
AUR SYS ea pean a eiren ae 8 I 0.96 fe) 
BL WD e ve ae ee eye ee ee 8 8 0.64 O 
NRUDEss Sasi. eee ees 15 15 0.3 O 
Series D 
Aerated with oxygen 
Analyzed 12/6/29 
ACHR Ra ane ig diton ake 3 3 19.6 14 
PaO CED: n sary Mere deen ere 8 8 18.0 I 
PG Dees Arete wei eae 15 15 18.5 I 
Series C 
Not aerated 
Analyzed 12/11/29 
GINTL OW Pree red etees es 5, e 8 3 5.08 I 
sh Deo Ae eye tcieratie wee 8 4 1.44 3 
uber2 neat a cee 8 8 0.64 oO 
ANGI: 3.6% ore aegis mao bc 15 2 0.16 (e) 
ANB OVS 2 8 Gacheaein reo-d bee 15 15 0.2 (e) 
Series D * All aerated | Roots in all 
Aerated with oxygen tubes were high| tubes were 2 to 
inoxygenthere-| 3 
fore they were 
not always test- 
ed 
Series C 
Not aerated 
oe 12/16to 12/19/29 
Gulbbeeniteenery steve carn 3 ite 2 
GUT SY Swe lad et eres ae 8 : I fe I a 
‘RUDE 22). see eee eens 8 8 1.05 I 
MbUleyenc ee Git 5 fees Oe 15 I 0.89 Roots starting 
MII STEMCT in ys NRPS Fe: 15 Ti 0.8 Roots starting 
Tube Be. « Aint oeoe 15s 15 0.416 Roots starting 
Series D * 
Aerated with oxygen ease 


* Series D omitted because oxygen was high throughout and roots were large (see text 


fig. 4.) 


»| 
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In another series of experiments with Salix pendula, the cuttings in non- 
aerated water failed to deplete the oxygen supply and as a result roots grew 
more or less uniformly along the stems from the surface of the water to the 
base of the cuttings. The oxygen supply varied more than could be ac- 
counted for, first running low and then high toward the end of the experiment 
(see table 2). The tubes not having been wrapped with black paper, there is 
a possibility that the green stems in light caused an increase of oxygen 
through photosynthesis. Aiso, green algae developed in some of the tubes 
and might have been responsible for keeping the oxygen high. 

The aerated lot of this series showed two striking differences from the 
non-aerated. The roots in aerated water were produced near the base of the 
cuttings and there was very little development of excrescences from the lenti- 
cels (text fig. 5). Hahn, Hartley, and Rhodes (9) stated that hypertrophied 
lenticels were produced on conifer roots in various types of soil in the presence 
of excessive moisture. Contrary to previous views that such hypertrophies 
are due to increased sap pressure, these authors believe that such excres- 
cences may also be due to oxygen deficiency. There is a close relationship 
between the available oxygen supply and the development of hypertrophied 
lenticels on willow stems. The greatest development yet found was at a 
place where the supply was approximately one part of oxygen to one million 
parts of water. The development of these excrescences then diminished 
toward the base of the cuttings where the oxygen was nearly exhausted 
(text fig. 5). Aerated willow cuttings produced roots without at the same 
time producing hypertrophied lenticels, but when the aeration was stopped 
for a few days excrescences developed rapidly. 

Running water through tubes had essentially the same effect on root 
growth as aerating the water. This result might be expected since the OXy- 
gen in tap water was usually eight to ten parts per million of water which is 
more than has been found necessary for growth of willow roots. 

Oxygen requirement varied with the species. Hedera helix (English ivy) 
was grown in aerated and non-aerated water. Table 3 shows the results of 


TABLE 3. Hedera helix (English ivy) in aerated and non-aerated water. The experiments 
started Nov. 12, 1929 and the analyses were made Dec. 9, 1929. See text figure 6 


Point Below Surface Ox IS ws 
, =“ = xygen pproximate Root 
co at Pinch Sample Was | ‘p.p.m. | “Length in Inches 
Not aerated ; 
pubeeraeer eer trcee race, fata e se: iss 4.5 2 
MUD C2 Aen ae ateanirars kt aeew yet aye 4 ae 4 
IIR OX ssec ti sos oieb er cece Sener Rae Re eae nee 7 We é 7 
Aerated with oxygen 
A (I el eos oe ob SPC cae Re ok Re ON ee ns 227.0 2to3. 
RUD eto Aree Pee ee ar ciao eh tyor estes ene 4 22.4 2 to 37 
Eth Yee are ascre’g Oon0,ne oo cee a elon 7 Zou 2 to 4 
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TEx? Fie. 5. Willow cutting in non-aerated water. Note the hypertrophied lenticels 
near the surface of the water and how they decrease in size to the base of the cutting where 
the oxygen supply was low (0.1 to 0.3 parts per million of water) 
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water analyses 30 days after the experiment was started, and text figure 6 
shows the appearance of the roots. The stems of the cuttings were green 
and it is likely that through the photosynthetic process the oxygen content 


Text Fic. 6. Aerated and non-aerated English ivy cuttings in three depths of water. 
The white line across the stems indicates the height of the water column. The shallow 
cuttings were in one and one-half inches of water, the medium four inches, and the deep seven 
inches, The experiment started November 12, 1929 and the photograph was made De- 
cember 13, 1929, a total of 32 days. Left, not aerated; right, aerated. 


was kept higher in the non-aerated tubes than would have been true for 
darkened cylinders. But even though the oxygen was as high as four parts 
per million in the non-aerated four-inch column of water the roots were 
much inferior to those of similar cuttings in aerated water. The specimens 
in seven inches of non-aerated water produced roots only one-eighth of an 
inch in length though the oxygen was 1.8 parts per million, which would be 
sufficient for good root growth of willow cuttings. The results of this experi- 
ment indicate that the rate of growth of ivy roots varies within limits ac- 
cording to the oxygen supply. With 1.8 p.p.m. of oxygen they made one- 
eighth of an inch of growth in contrast to three to four inches of growth in 
aerated water where the oxygen was 20 p.p.m. It is not likely that ivy 
would be benefited from supplying more than ten parts of oxygen per million 
of water where other factors are not limiting. The difference between the 
root growth of the two shallow groups is only slight while the oxygen content 
ranges from 4.5 p.p.m. in the non-aerated to 20.1 p.p.m. in the aerated. 
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The oxygen supply in non-aerated water in which Lycopersicum esculen- 
tum (tomato) cuttings were kept varied with the depth of the water and also 
with exposure to light. Since the oxygen was never depleted in the deep 
water tubes, it is likely that the green tissue gave off oxygen through photo- 
synthesis, thus aerating the water. Table 4 shows that several sets of 
tomato cuttings which had black paper wrapped around the containers 
nearly exhausted the oxygen supply whereas those that were not wrapped 
had four to six parts of oxygen per million of water throughout the time the 
experiment continued. The stems of tomato cuttings in deep water dis- 
integrated readily when the container was wrapped and not aerated (text 
ines yf) 


Text Fic. 7. Tomato cuttings in 8 inches of water to find combined effect light and 
aeration vs. dark and aeration. Left to right (1) control in light, (2) aerated with oxygen in 
light, (3) control where the cylinder was wrapped with black paper, (4) cylinder wrapped 
with black paper and then aerated. 

Note that no. 1 though rooting near the surface of the water instead of at the base, is in 
good condition while no. 3 treated like no. I except that cylinder was wrapped with black 
paper, is in bad condition. The cause of deterioration was due to a deficiency in oxygen. 


Table 5 gives further proof that the green stems in light have an aerating 
effect on the water. When the water was oiled to decrease oxygen absorption 
from the air and wrapped to shut out the light, the final analysis showed the 
oxygen to be only 0.48 p.p.m., as compared to 6.7 p.p.m. for the check. The 
table further shows that oil decreased the oxygen absorption from the 
air. The oiled water in light contained 3.2 p.p.m. as contrasted with 6.7 
p.p.m. for the check where the water had not been oiled. 

Callus formation varied with depth of the tissue under water. Dorothy 
Perkins rose cuttings formed both roots and callus in three inches of water 
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TABLE 4. The results of analyses to show the amount of oxygen in water in which tomato 
cuttings were grown. The purpose of the experiment was to determine whether 
light had any effect on the oxygen content of the water in which the green 
stems were immersed. Each set contained three tomato 
cuttings in a large glass tube filled with water 


Point Below Sur- 
ear Mb, | Started |lAnalsea | “SGQSieieh | Oxvaen | Root Length, 
Taken, in Inches 
In direct light in I II—22 mir 14 4.28 (e) 
the greenhouse = ; 
2 i= 22 II-25 8 6.2 starting 
I ti22 11-26 14 5.5 starting 
2 II—22 T—26 8 6.4 5 
I Li-—22 ay 14 Sale) 2 
2 —— 11-27 8 6.2 a 
I I1—22 II-29 14 6.56 1 tore 
Z 22 II-29 8 4.32 Wl iO) Wy 
5 II-29 | 12-2 9 4.35t oO 
5 II—29 12-3 9 6.78 a 
5 11-29 12-4 9 6.72 A 
7 12-4 12-9 2 4.12 I 
8 12-4 oe 2 5.44. I> 
Tubes covered with| 3 II—22 11-25 14 1.41 oO 
east 4 II—22 1125 8 3.84 starting 
Zz M22 11-26 14 1.47 (6) 
4 ie 22 1126 8 4.8 8 
3 22 II—27 14 0.57 ) 
4 fi-22 11-27 8 2.36 2 
ZB Ti—22 II-29 14 0.7 o) 
4 Li=22 11-29 8 2.04 Teton 
6 Ti. 29 12-2 9 2 Co) 
6 I1-29 123 9 2.84 (6) 
6 II-29 IDA 9 BP roots starting 
8 12-4 12-9 2 By I} 
9 12-4 20) 2 2.6 13 


* Roots in aerated water were 3” to 4’’ in length. 
{ Cloudy day. 
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TABLE 5. Oxygen content of water in which tomato cuttings were growing. The purpose 
of the experiment was to determine the effect of light on the oxygen supply of the 
water in which green stems were kept. The method was the same as 
described for Table 4, except that in some cases paraffin oil was 
placed on the surface of the water to decrease oxygen 
absorption from the air. The water samples 
analyzed were taken from approxi- 
mately 9'' below the surface 


: Set Date Date Oxygen 
Treatment No. Started Analyzed p.p.m. 
@heckwinlioh ts Wasi ee ete erecta yee eee rere I T1—29 22 4.35* 
I II-29 12=3 6.78 
I II-29 124 On72 
Oiled! but hin light4 aon. sete eed ee 2 II-29 12-2 4.03 
2 11-29 1253 4.8 
2 II-29 12-4 Bes 
Tubes wrapped with black paper. =-........--.5.- 3 11-29 122 f.2 
2 11-29 TAR 2.8 
B II-29 12-4 Bee 
Oiled and wrapped with black paper.............. 4 II-29 1D=2 0.9 
4 II-29 12-3 0.38 
4 II-29 12-4 0.48 
Oiledvandiaerated swithioxyceuhesse ern ry interne 5 II—29 12-2 23.0 
5 II—29 12-3 24.0 
5 11-29 12-4 20.0 


* Cloudy day 


but not in 8 inches of water. No analyses were made but it seems fair to 
assume that there were about 4 or 5 p.p.m. of oxygen in the shallow water 
and much less in the deep water. 

Of the oxidizing agents, hydrogen peroxid and potassium permanganate 
have been most effective. Text f gure 8 shows the effect on production of 
roots of different concentrations of hydrogen peroxid in tap water. Evi- 
dently the upper limits had not been reached with three cubic centimeters of 
hydrogen peroxid per week. The analysis indicated as high as 17 parts of 
oxygen per million of water where three cubic centimeters per week had been 
used, but the supply varied from the time the new supply was added, becom- 
ing low by the end of the week. As shown by the photograph (text fig. 8) 
the place where roots grew differed greatly from that of aerated cuttings 
(text fig. 4). In aerated water, the roots grew best at the base but in water 
containing hydrogen peroxid the best roots grew near the surface of the 
water. This response was probably due to the low supply of oxygen main- 
tained by the hydrogen peroxid toward the end of the period. Analyses of 
the water shortly after the hydrogen peroxid was added indicated oxygen as 
ey as 50 p.p.m., but after six days the supply was about that of the control 
tubes. 
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Text Fic. 8. Three sets of willow cuttings showing the effects of three different 
concentrations of hydrogen peroxid in tap water. The experiment was started December 21 
1929, and the results photographed on January 1, 1930. 

Left, tube given one cc. of hydrogen peroxid each week. 
Middle, tube given two cc. of hydrogen peroxid each week. 


Right, tube given three cc. of hydrogen peroxid each week. 
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Roots from willow cuttings were produced along the entire length of 
stems which were immersed in weak solutions of potassium permanganate. 
Cuttings so treated differed from those in water aerated with oxygen in that 
those aerated produced most roots at the basal end of the stems, and a de- 
creasing number toward the surface of the water. Polarity was not so much 
in evidence where permanganate was substituted for aeration. Quantita- 
tive measurements for free oxygen in the permanganate solution were not 
made because the permanganate interferes with the operation of one of the 
reagents (manganese sulfate) of the Winkler method. It is not clear just 
how an oxidizing agent like permanganate can substitute for the oxygen 
requirements of cuttings in water. Curtis, (6, p. 97) states that it is gener- 
ally well known that when potassium permanganate comes in contact with 
organic matter, manganese dioxid is precipitated and oxygen is liberated. 
There is some doubt as to whether free molecular oxygen is actually liberated 
in the water, but however that may be, permanganate in some way partially 
substitutes for aeration. In the case of hydrogen peroxid probably free 
oxygen is actually liberated in the water. 


DISSCUSION 


Several striking responses have occurred in the course of these experi- 
ments. Salvia cuttings commonly show strong polarity and have no tend- 
ency to root up along the stem if they are properly aerated, but if the oxygen 
content of the water is lower than the minimum required for this species 
then roots tend to grow near the surface of the water. The oxygen content 
decreases from the surface down to the bottom of the water column thus 
accounting for poor root growth at the base of the stems. If a large number 
of cuttings are placed in a small volume of deep water, they soon deplete it 
of oxygen and then show signs of wilting. Livingston and Free (10) found 
that coleus and heliotrope growing in soil would wilt readily if completely 
deprived of oxygen. Salvia cuttings wilted even though the stems were 
immersed in 15 inches of water. Aerated cuttings in deep water remained in 
good condition and formed roots at the basal end of the stems. Long to- 
mato cuttings in deep water responded like salvia, and when in darkness the 
non-aerated stems disintegrated very readily. Even wrapping of the 
cylinders with black paper caused the cutting to wilt and the stems to de- 
compose. A thin layer of paraffin oil on the water decreased the absorption 
of oxygen from the air and hastened the destruction of cuttings in wrapped 
cylinders. The green stems partially substituted for aeration when the 
light intensity was great enough. This was accomplished, presumably, 
through photosythesis by the green stems under water. Bergman (2) noted 
that the oxygen content of water containing submerged cranberry plants was 
greater on clear than on cloudy days. 

Aerated cuttings produced their best roots near the basal end of the 
stems while the roots of non-aerated cuttings were best near the surface of the 
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water. Even willow stems, which have the capacity to root along the stem, 
showed strong polarity if placed in aerated water. When the basal end of a 
stem had an inadequate oxygen supply, the functioning region moved up 
near the surface of the water where the oxygen content was highest. The 
basal end remained alive and resumed normal growth when properly aerated. 
This suggests that to maintain a correlation influence the cells must not only 
be alive but also have the conditions which permit of growth. 

Hypertrophied lenticels were in some Way associated with aeration. 
They were largest in willow stems that were submerged in non-aerated water 
Aerated water inhibited development of these excrescences. In non-aerated 
water they were largest where the roots were best and decreased in size 
together with the roots down toward the base of the stem where the oxygen 
content was nearly depleted. Like the roots in non-aerated water, hyper- 
trophied lenticels grew well when the oxygen was I to 2 p-p.m., but unlike 
the roots they did not grow well in aerated water where the oxygen was 20 
p.p.m. This suggests that tissues within a stem may not all be equally 
affected by a given oxygen supply. Hahn, Hartley, and Rhodes (9) noted 
that hypertrophied lenticels of conifer roots were produced in the presence 
of excessive moisture but suspected that they might be related to a deficiency 
of oxygen. Since cuttings immersed in water high in oxygen do not produce 
hypertrophied lenticels, water alone is not the factor which induces this 
growth. Water with a low oxygen content (1 to 2 p.p.m.), however, stimu- 
lates the cells which produce hypertrophies. Two sets of tissues within a 
single stem have, therefore, two different oxygen requirements for growth. 

The cuttings from different species tested show different oxygen require- 
ments as reported by various authors for growth of seedlings in soil. To- 
mato, salvia, and ivy have a high oxygen requirement while willow roots 
can grow when the oxygen is only I p.p.m. When enough oxygen is avail- 
able to permit of normal growth, the supplying of more oxygen does not 
cause increased growth. 

SUMMARY 

I. Salvia cuttings formed roots at the base of the stems that were placed 
in two inches of water. Similar cuttings in five-inch depths of water had a 
tendency to root along the stems toward the surface of the water. Salvia 
cuttings in water seven inches deep were either slow to respond or did not 
root at all. 

2. Salvia cuttings aerated with oxygen produced basal roots in shallow 
and deep water alike. . 

3. A thin film of paraffin oil on the surface of the water prevents rooting 
by interfering with absorption of oxygen from the air. 

4. Salvia cuttings in water covered with a thin film of paraffin oil formed 
roots readily when the water was aerated with oxygen. ; 

5. Salix pendula cuttings formed roots at the base of the stems when in 
shallow water, but when placed in deep water (eight inches or more) roots 
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formed on the stems near the surface of the water. Cuttings in aerated 
water formed roots at the base of the stems and practically none at the sur- 
face of the water. A deficiency of oxygen at the bottom of a deep water 
column disturbed the natural polarity of willow cuttings. 

6. Analyses indicate that willow cuttings will form roots in water if the 
oxygen is I p.p.m. or more, this being the amount frequently found at the 
surface of a deep water column where roots were growing. Practically no 
oxygen could be found at the bottom of a 15 inch column of water in which 
ten cuttings were growing. Analyses of aerated water showed 20 to 30 
p.p.m. at all depths. 

7. Hypertrophied lenticels were produced more abundantly in non- 
aerated water than in aerated water. As with roots, excrescences varied 
from the surface of the water, becoming less and less toward the bottom of 
the column where the oxygen was practically depleted. 

8. Running water was in effect equal to aeration due to the fact that the 
normal oxygen content of tap water was higher than the optimum amount 
required by the different species used. 

g. English ivy required a higher oxygen supply for root growth than 
willow. Where the oxygen was 4 p.p.m. the root growth was less than where 
the supply was 20 p.p.m. 

10. The oxygen supply in non-aerated water surrounding tomato cuttings 
varied with the depth of the water column and also with exposure to light. 
Cuttings in cylinders wrapped with black paper soon depleted the water of 
oxygen while those in cylinders exposed to light aerated the water through 
photosynthesis. 

11. Tomato cuttings in deep water disintegrate readily if the cylinders 
containing the water are wrapped with black paper or the whole lot is kept 
in a dark room. 

12. Callus forms on Dorothy Perkins rose cuttings in shallow water but 
not in deep water. 

13. Oxidizing agents such as hydrogen peroxid and potassium per- 
manganate increased the amount of rooting but they were not so effective 
as aeration. 
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Catalase: in Ambrosia trifida embryos, 
291, 208; of potatoes, effect of chemicals 
on, 420, 427; in Xanthium seeds, 310 

Cedar, incense: See Libocedrus decurrens 

Centaurea imperialis: fumigation with 
naphthalene, 518 

Chemical changes induced in potato tubers 
by treatments that break the rest period, 
Hen Ee Wennyaensn 

Chemicals: Shortening rest period of 
Gladiolus by treatment with chemicals, 
523 

Chemicals, effects: on enzym activities in 
potatoes, 417; on flowers, 107 

Chlorophenol mercury: effect on 
seeds, 52 

Chlorophyll: determination of chlorophyll 
a and b, 222; effect of environment on, 
220; effect of light on concentration, 184, 
180 

Chloroplast pigments: determinations, 224 ; 
effect of environment on, 220; effect of 
tomato mosaic on, 244 

Chrysanthemum: effect of aspirin on flow- 
ers, 197; effect of oxygen supply on 
rooting of cuttings, 616 

Cicadula sexnotata: examination for aster- 
yellows virus, 343 

Climates: effect on plants, 445 


birch 
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Clover, red: See Trifolium pratense 

Clover, white: See Trifolium repens 

Cocklebur: See Xanthium 

Coleus: effect of carbon dioxid, light, 504 

Coleus blumei: Origin of adventitious roots 
in Coleus cuttings, 39 

Celeus blumei: effect of oxygen supply on 
rooting of cuttings, 616 

Conifers: germination of seeds, 315 

Coreopsis flowers: effect of chemicals, 197, 
temperature, 200 

Corms, Gladiolus: effect of chemicals on 
formation, 527 

Corn: See Zea 

Cosmos flowers: effect of aspirin, 197, car- 
bon dioxid, 544, humidity, 200, tempera- 
ture, 200 

Cotyledon growth: effect of light, seed 
composition, 270 

Cow pea: See Vigna sinénsis 

Cucumber: See Cucumis sativus 

Cucumis melo growth: effect of light, 1, 
255, seed composition, 255 

Cucumis sativus: effect of carbon dioxid, 
light, 491; fumigation with naphthalene, 
518 

Cucurbita maxima: effect of light on 
growth in relation to available nitrogen 
and carbon, I 

Cupressus macrocarpa: 
sceds)"al77 327, 333) 337 

Cut flowers: See Flowers 

Cuttings: Oxygen requirements for root 
growth in water, 616 

Cuttings, apple: effect of environment on 
callusing, 351 

Cuttings, Coleus: origin of adventitious 
roots, 39 

Cuttings, holly: 205 

Cyclamen indicum: fumigation with naph- 
thalene, 518 

Cyclamen mite: See Tarsonemus pallidus 

Cypress: See Cupressus 

Cypress, bald: See Taxodium distichum 

Cysteine: effect of potato juice on oxida- 
tion, 558 


germination of 


Dahlia flowers: effect of aspirin, 197, car- 
bon dioxid, 544 


Datura stramonium: fumigation with naph- 
thalene, 518 
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Daucus carota: fumigation with naphtha- 
lene, 518 

Davis, W. E. The development of dor- 
mancy in seeds of cocklebur (Xan- 


thium), 304; Primary dormancy, after-’ 


ripening, and the development of  sec- 
ondary dormancy in embryos of Ambro- 
Sia trifida, 285 

Day length: See Photoperiodism 

Delphinium: effect of chemicals on flowers, 
197 

Denny, F. E. Chemical changes induced 
in potato tubers by treatments that break 
the rest period, 131; Rdle of mother tu- 
ber in growth of potato plant, 77; Short- 
ening the rest period of Gladiolus by 
treatment with chemicals, 523; Sucrose 
and starch changes in potatoes treated 
with chemicals that break the rest pe- 
riod, 580; The twin-leaf method of 
studying changes in leaves, 592 

Denny, F. E., Miller, Lawrence P., and 
Guthrie, John D. Enzym activities of 
juices from potatoes treated with chemi- 
cals that break the rest period, 417 

Development of dormancy in seeds of 
cocklebur (Xanthium), W. E. Davis, 
304 

Dialysis: effect on potato juice, 424 

Dianthus carophyllus flowers: effect of 
carbon dioxid, 544, humidity, 200, tem- 
perature, 200 

Dobroscky, Irene D. Is the aster-yellows 
virus detectable in its insect vector? 343 

Dormancy: Chemical changes induced in 
potato tubers by treatments that break 
rest period, 131; Development of dor- 
mancy in seeds of cocklebur (Xan- 
thiwm), 304; Enzym activities of juices 
from potatoes treated with chemicals 
that break rest period, 417; Primary 
dormancy, after-ripening, and develop- 
ment of secondary dormancy in embryos 
of Ambrosia trifida, 285; Shortening 
rest period of Gladiolus by treatment 
with chemicals, 523; Sucrose and starch 
changes in potatoes treated with chemi- 
cals that break rest period, 580 

Dormancy: causes, 300; in birch seeds, 47 

“Dry ice”: See Carbon dioxid 

Duplicate determinations: calculation of 
probable error from, 226 


Ecological significance of light intensity, 
IOI 

Effect of chemicals, temperature, and hu- 
midity on the lasting qualities of cut 
flowers, A. E. Hitchcock and P. W. 
Zimmerman, 106 

Effect of environmental conditions on the 
chloroplast pigments, John D. Guthrie, 
220 

Effect of variations in the amounts of 
available carbon and nitrogen on the 
growth of wheat seedlings, Mary E. 
Reid, 274 

Egg plant: See Solanum melongéna 

Embryo: See Seeds 

Enzym activities of juices from potatoes 
treated with chemicals that break the 
rest period, F. E. Denny, L. P. Miller, 
and John D. Guthrie, 417 

Inzyms: See Amylase; Invertase; Per- 
oxidase; Reducing enzyms 

Ethylene: effect on rest period of Gladi- 
olus, 523 

Ethylene chlorhydrin effects: on enzym 
activities in potatoes, 417; on potato tu- 
bers, 131; on rest period of Gladiolus, 
523; on starch content of potatoes, 581; 
on sucrose content of potatoes, 581 

Ether: effect on rest period of Gladiolus, 
523 


Fagopyrum esculentum: effect of light, 
170, 460; fumigation with naphthalene, 
518 

Ferns, asparagus: See Asparagus plumo- 
SUS 

Ferns, broad frond: See Aspidium spindu- 
losum 

Fir: See Abies 

Flowering: effect of carbohydrate-nitro- 
gen ratio, 466, chemical composition of 
plants, 475, light duration, 466, 478, light 
intensity, 185 

Flowers, Gladiolus; effect of chemicals on 
production, 531 

Flowers, lasting qualities: effect of carbon 
dioxid, 535, chemicals, humidity, tem- 
perature, 106 

Forsythia intermedia: effect of oxygen 
supply on rooting of cuttings, 616 
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Frasch foundation: See Herman Frasch 
foundation for research in agricultural 
chemistry 

Fruiting: effect of light intensity, 185, of 
ultra-violet on tomatoes, 157 

Fuchsia speciosa: fumigation with naph- 
thalene, 518 

Fumigation: with naphthalene, 512 

Fungicidal action of sulfur: I. The alleged 
role of pentathionic acid, Frank Wil- 
coxon and S. E. A. McCallan, 389 


Galinsoga parviflora: effect of light, 170 

Geranium: effect of carbon dioxid, light, 
504; See also Pelargonwm sp. 

Germination and keeping quality of pars- 
nip seeds under various conditions, Hilda 
C. Joseph, 115 

Germination and vitality of birch seeds, 
Hilda C. Joseph, 47 

Germination: Chemical changes induced in 
potato tubers by treatments that break 
rest period, 131; Hastening germination 
of some coniferous seeds, 315; Shorten- 
ing rest period of Gladiolus by treatment 
with chemicals, 523 

Germination: Ambrosia trifida embryos, 
285; spores treated with hydrogen sul- 
fide, pentathionic acid, sulfuric acid, 
389; Xanthium seeds, 304 

Geum canadense: effect of light, 170 

Gladiolus: shortening rest period by chem- 
ical treatments, 523 

Gladiolus flowers: effect of carbon dioxid, 
544, chemicals, 197, humidity, 200, tem- 
perature, 200 

Glycine soja: chloroplast pigments, 228; 
effect of carbon dioxid, 4or1, light, 1, 
255, 491, seed composition, 255; fumiga- 
tion with naphthalene, 518 

Grafts, apple: effect of environment on 
callusing, 351 

Greenness of leaves: relation to conditions 
of growth, 281 

Growth of seedlings in light and in dark- 
ness in relation to available nitrogen 
and carbon, Mary E. Reid, 1 

Growth: Effect of variations in amounts 
of available carbon and nitrogen on 
growth of wheat seedlings, 274; Influ- 
ence of light intensity and light quality 
upon growth of plants, 159; Relation of 


. 
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composition of seed and effects of light 
on growth of seedlings, 251; Role of 
mother tuber in growth of potato plant, 
77: Some effects of artificial climates on 
growth and chemical composition of 
plants, 445; Vegetative propagation of 
holly, 213 

Growth: effect of chemical treatment on 
potatoes, 131, ultra-violet on tomatoes, 
157 

Guthrie, John D. Effect of environmental 
conditions on the chloroplast pigments, 
220; An iodimetric method for determin- 
ing oxidase activity, 558; See also Ar- 
thur, John M., Guthrie, John D., and 
Newell, John M.; Denny, F. E., Guthrie, 
John D., and Miller, Lawrence P. 


and Wilcoxon, Frank. 
controlled 


Bartzell, Albert, 
Naphthalene fumigation at 
concentrations, 512 

Hastening the germination of some co- 
niferous seeds, Lela V. Barton, 315 

Hedera helix: effect of oxygen supply on 
rooting of cuttings, 616 

Helianthus  cucumerifolius: chloroplast 
pigments, 228; effect of light on growth, 
I, 170, 255; effect of seed composition, 
255 

Heliothrips femoralis: 
naphthalene, 519 

Herman Frasch foundation for research in 
agricultural chemistry. Paper: no. 2, 
Boom oO, Be AT7 anon dN Sor Camas oar 
NO, OF 5505 no, LO. Seo 

Hitchcock, A. E., and Zimmerman, P. W. 
Effect of chemicals, temperature, and 
humidity on the lasting qualities of cut 
flowers, 196; See also Zimmerman, P. 
W., and Hitchcock, A. E. 

Hog peanut: See Amphicarpa monoica 

Holcus sudanensis: fumigation with naph- 
thalene, 518 

Holly: See Ilex 

Holmes, Francis O. Local and systemic 
increase of tobacco mosaic virus, 563 

flordeum: effect of carbon dioxid, light, 
497 

Hordeum sativum: effect of light on 
growth in relation to available nitrogen 
and carbon, 1 

Humidity: Inexpensive and quickly made 


fumigation with 
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instrument for testing relative humidity, 
72 

Humidity effects: on lasting qualities of 
cut flowers, 200; See also Water effects 

Hydrogen-ion concentration: of Ambrosia 
trifida embryos, 291; effect of chemicals 
on potatoes, 417; effect on amylase in 
potatoes, 435, on callusing of apple cut- 
tings and grafts, 351, on germination of 
birch seeds, 50, on holly propagation, 
205, on invertase in potatoes, 435, on po- 
tato oxidase, 560 

Hydrogen peroxid: effect on root growth 
oi cuttings in water, 616 

Hydrogen sulfide: role in fungicidal ac- 
tion of sulfur, 389; toxicity, 398 

Hypocotyl growth: effect of light, seed 
composition, 270 


Ilex: vegetative propagation, 205 

Indophenol reduction, of potatoes: effect 
of chemicals on, 431 

Inexpensive and quickly made instrument 
for testing relative humidity, William B. 
Shippy, 72 

Influence of environment on the callusing 
of apple cuttings and grafts, William B. 
Shippy, 351 

Influence of light intensity and light qual- 
ity upon the growth of plants, Hardy L. 
Shirley, 159 

Invertase, of potatoes: effect of chemicals 
on, 435 

Iodimetric method for determining oxidase 
activity, John D, Guthrie, 558 

Iodine reduction, by potato juice: effect 
of chemicals on, 432 

Is the aster-yellows virus detectable in its 
insect vector? Irene D. Dobroscky, 343 

Ivy, English: See Hedera helix 


Joseph, Hilda C. Germination and keep- 
ing quality of parsnip seeds under vari- 
ous conditions, 115; Germination and vi- 
tality of birch seeds, 47 


Killing of plant tissue and the inactivation 
of tobacco mosaic virus by ultra-violet 
radiation, John M. Arthur and John M. 
Newell, 143 
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Lactuca sativa: effect of light duration on 
carbohydrate-nitrogen ratio, 460 

Lathyrus odoratus: effect of carbon di- 
oxid, light, 502; effect of carbon dioxid 
on flowers, 544 

Leathopper: See Cicadula sexnotata 

Leaves: Twin-leaf method of studying 
changes in leaves, 592 

Leaves: effect of available carbon and ni- 
trogen on growth of seedlings, 1, 251, 
274; effect of light, 184, 187, 188, 270, 
of seed composition, 270; effect on holly 
propagation, 210, 215 

Length of day: See Photoperiodism 

Lenticels: effect of oxygen on deévelop- 
ment, 625 

Lettuce: See Lactuca sativa 

Libocedrus decurrens: germination of 
seeds, 317, 327, 333, 337 

Light: Growth of seedlings in light and in 
darkness in relation to available nitrogen 
and carbon, 1; Influence of. light inten- 
sity and light quality upon growth of 
plants, 159; Relation of composition of 
seed and effects of light to growth of 
seedlings, 251 

Light: long day plants, 462; short day 
plants, 462 

Light duration: effect on plants, 445 

Light effects: on chloroplast pigments, 
220; on germination of birch seeds, 52; 
on holly propagation, 210; on oxygen 
content of water in which green cuttings 
were rooting, 629 

Light injury: Coleus, 504; Geranium, 504; 
tomato, 480 

Light intensity: ecological significance, 
191; effect on plants, 159, 445 

Light quality: effect on plant growth, 159 

Light transmission: through glass filters, 
167 

Light, artificial: use to supplement day- 
light, 446 

Ligustrum ovalifolium: effect of oxygen 
supply on rooting of cuttings, 616 

Lilium rubrum: effect of aspirin on flow- 
ers, 197 

Local and systemic increase of tobacco 
mosaic virus, Francis O. Holmes, 563 

Local lesions on bean leaves inoculated 
with tobacco mosaic virus, W. C. Price, 


549 
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Lycopersicum esculentum: chloroplast pig- 
ments, 228; effect of carbon dioxid, 476, 
light, I, 170, 455, 476, oxygen supply on 
rooting of cuttings, 616, ultra-violet, 143; 
fumigation with naphthalene, 518; move- 
ment of tobacco mosaic virtts in stem, 


574 


Macrosporium sarcinaeforme: effect of 
pentathionic acid, sulfuric acid, and hy- 
drogen sulfide on germination of spores, 
389 

McCallan, S. E. A. See Wilcoxon, Frank, 
and MceGallan, S; E. A: 

Membranes: effect on Ambrosia trifida, 
285 

Methylene blue reduction, by potato juice: 
effect of chemicals on, 430 

Miller, Lawrence P. See Denny, F. E., 
Miller, Lawrence P., and Guthrie, John 
1D 

Moisture: See Water 

Mosaic diseases: See Bean mosaic; To- 
bacco mosaic; Tomato mosaic 

Multiple sprouts: See Sprouts 

Muskmelon: See Cucumis melo 


Naphthalene fumigation at controlled con- 
centrations, Albert Hartzell and Frank 
Wilcoxon, 512 

Nasturtium: See Tropacolum 

Newell, John M. See Arthur, John M., 
Guthrie, John D., and Newell, John M.; 
also Arthur, John M., and Newell, John 
M. 

Nicotiana: Local and systemic increase of 
tobacco mosaic virus, 563 

Nicotiana: comparison of tabacum and 
glutinosa as to susceptibility to tobacco 
mosaic, 565; transfer of tobacco mosaic 
virus from bean to tobacco, 552 

Nicotiana tabacum: effect of carbon di- 
oxid, 504, light, 170, 504; fumigation 
with naphthalene, 518; inactivation of 
tobacco mosaic virus by ultra-violet, 155 

Nitrates, effects: on chemical composition 
of plants, 470, 497; on chloroplast pig- 
ments, 241; on growth of seedlings, 1 
251, 274 

Nitrogen: effect on callusing of apple cut- 
tings and grafts, 374, 385 

Nitrogen compounds: effect of artificial 


’ 


climates on plant composition, 445; ef- 
fect of seed composition on growth of 
seedlings, I, 251, 274; in potato tubers, 
131; utilization by potato sprouts, 97 


Oats: See Avena 

Onion thrips: See Thrips tabaci 

Origin of adventitious roots in Coleus 
cuttings, Margery C. Carlson, 39 

Oxalis: fumigation with naphthalene, 518 

Oxidase activity: effect of enzyme con- 
centration, 560; iodimetric.method for 
determining, 558 

Oxidizing agents: See Hydrogen peroxid ; 
Potassium permanganate 

Oxygen requirements for root growth of 
cuttings in water, P. W. Zimmerman, 
616 

Oxygen: 
617 

Oxygen, effects: on Ambrosia trifida em- 
bryos, 200, 208; on callusing of apple 
cuttings and grafts, 351; on dormancy 
of Xanthium seeds, 311; on germination 
of birch seeds, 50; on parsnip seeds, 124; 
on roses, 535 


micro-determination in ~ water, 


Parsnip: See Pastindca sativa 

Pastinaca sativa: Germination and keeping 
quality of parsnip seeds under various 
conditions, 115 

Peas See Pisum 

Peach: See Prunus persica 

Peat moss effects: on callusing of apple 
cuttings and grafts, 351; on germination 
of birch seeds, 50; on holly propagation, 
205 

Pelargonium: 
lene, 518 

Pentathionates: preparation, 395; toxicity, 
407 

Pentathionic acid: rdle in fungicidal action 
of sulfur, 380; toxicity, 304 

Pepper, red: See Capsicum 

Peroxidase, of potatoes: effect. of chemi- 
cals on, 426 

Petunia: effect of carbon dioxid, light, 502 

Phaseolus: effect of light, 1, soil moisture, 
170 

Phaseolus vulgaris: fumigation with naph- 
thalene, 518; inoculation with tobacco 
mosaic virus, 549; use in determination 


fumigation with naphtha- 
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of tobacco mosaic virus concentration, 
549; varieties susceptible to tobacco mo- 
saic, 550 

Philadelphus: effect of oxygen supp'y on 
rooting of cuttings, 616 

Phlox: effect of chemicals on flowers, 1O7 

Phosphates: effect on chloroplast pig- 
ments, 241 

Phosphotungstic reagent reduction, in po- 
tatoes: effect of chemicals on, 433 

Photoperiodism: effect on plant growth, 
445 

Photosynthesis: Twin-leaf method of 
studying changes in leaves, 592 

Physalis francheti: fumigation with naph- 
thalene, 518 

Picea, germination of seeds: canadensis, 
317, 328, 333, 337; excelsa, 317, 328, 333, 
337; omorika, 317, 328, 333, 337; pun- 
gens, 317, 328, 333, 337; sttchensis, 317, 
328, 333, 338 

Pigment: effect of chemicals on potato 
juice, 431 

Pigment, brown, soluble in dilute acetone: 
determination, 224 

Pigment, chloroplast: effect of environ- 
ment, 220; tomato mosaic, 244 

Pine: See Pinus 

Pine, loblolly: See Pinus taeda 

Pinus, germination of seeds: austriaca, 
316, 317, 333, 338; banksiana, 317, 318, 
333, 338; cembra, 317, 318; contorta, 317, 
318, 319, 334, 338; coulteri, 317, 310, 334, 
339; densiflora, 317, 319, 334, 339; ex- 
celsad, 317, 320; 334, 339; flexilis, 317, 
321, 334, 339; imsignis, 317, 321, 335, 
340; Roraiensis, 317, 321, 335, 340; lam- 
bertiana, 317, 322, 335, 340; laricio, 317, 
323, 335, 340; monticola, 317, 323, 335, 
341; ponderosa, 317, 324, 335, 341; resi- 
NOSA, 317, 324, 336, 341; rigida, 317, 325, 
Been G4) SirObuS, 317; 325, 336, 342; 
thunbergit, 317, 327, 336, 342 

Pinus taeda: effect of light, 170 

Pisum sativum: effect of light on growth 
in relation to available nitrogen and car- 
bon, I 

Plant composition: effect of artificial cli- 
mates, 445 

Polarity: effect on callusing of apple cut- 
tings and grafts, 357, 378, 385 

Portulaca oleracea: effect of oxygen sup- 
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ply on rooting of cuttings, 616 

Potassium: effect on chloroplast pigments, 
241 

Potassium permanganate: effect on root 
growth oi cuttings in water, 616 

Potato: See Solanum tuberosum 

Price, W. C. Local lesions on bean leaves 
inoculated with tobacco mosaic virus, 
549 

Primary dormancy, after-ripening, and the 
development of secondary dormancy in 
embryos of Ambrosia trifida, W. E. 
Davis, 285 

Privet: See Ligustrum ovalifoliwn 

Probable error: calculation from duplicate 
determinations, 226 

Propagation: of holly, 205 

Protein: effect of seed composition on 
growth of seedlings, 1, 251, 274 

Prunus persica: fumigation with naphtha- 
lene, 518 

Prunus tomentosa: effect of oxygen sup- 
ply on rooting of cuttings, 616 

Pyrus: Influence of environment on callus- 
ing of apple cuttings and grafts, 351 


Radiation, solar: required for plant 
growth, 179; See also Light; Ultra- 
violet 

Radish: See Raphanus 

Ragweed: See Ambrosia 

Raphanus: effect of light duration on car- 
bohydrate-nitrogen ratio, 460 

Raphanus sativus: fumigation with naph- 
thalene, 518 

Red spider mite: See Tetranychus telarius 

Reducing enzyms, of potatoes: effect of 
chemicals on, 435 

Kedwood, California: See Sequoia semt- 
pervirens 

Reid, Mary E. Effect of variations in the 
amounts of available carbon and _ nitro- 
gen on the growth of wheat seedlings, 
274; Growth of seedlings in light and 
in darkness in relation to available ni- 
trogen and carbon, 1; Relation of com- 
position of seed and the effects of light 
to growth of seedlings, 251 

Relation of composition of seed and the 
effects of light to growth of seedlings, 
Mary E. Reid, 251 
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Relative humidity: Inexpensive and quickly 
made instrument for testing relative hu- 
midity, 72; See also Water 

Respiration: Ambrosia  trifida 
296; Xanthium seeds, 310 

Rest period: See Dormancy 

Ring-spot of tobacco: comparison with 
tobacco mosaic in bean varieties, 557 

Ripeness effects: on germination of birch 
seeds, 47; on parsnip seeds, 119 

Role of mother tuber in growth of potato 
plant, F. E. Denny, 77 

Rooting: effect of oxygen on cuttings in 
water, 616 

Roots: Growth of seedlings in light and in 
darkness in relation to available nitro- 
gen and carbon, 1; Origin of adventi- 
tious roots in Colews cuttings, 39; Vege- 
tative propagation of holly, 205 

Roots: effect of available carbon and ni- 
trogen, 274, light, 182, 251, seed com- 
position, 251 

Rosa: effect of carbon dioxid, light, 502; 
fumigation with naphthalene, 518 

Posa Dorothy Perkins: effect of oxygen 
supply on rooting of cuttings, 616 

Rosa flowers: effect of carbon dioxid, 535, 
humidity, 200, temperature, 200 

Rose: See Rosa 

Rye: See Secale 


embryos, 


Salix pendula: effect of oxygen supply on 
rooting of cuttings, 616 

Salvia: Twin-leaf method of 
changes in leaves, 592 

Salvia: effect of day length on carbohy- 
drate-nitrogen ratio, 460 

Salvia splendens: effect of oxygen supply 
on rooting of cuttings, 616 

Sampling of plants: errors, 455 

Sand, effects: on callusing of apple cut- 
tings and grafts, 351; on holly propaga- 
tion, 205 

Sciadopitys verticillata: 
seeds, 317, 328, 336, 342 

Sclerotinia americana: effect of pentathi- 
onic acid, sulfuric acid, and hydrogen 
sulfide on germination of spores, 380 

Seasonal effects: on germination of birch 
seeds, 47; on holly propagation, 207 

Secale cereale: effect of light on growth 


studying 


germination of 
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in relation to available nitrogen and 
carbon, I 
Sedum: fumigation with naphthalene, 518 
Seed coats: effect on dormancy in Xan- 
thium, 304; See also Membranes 


’ Seedling growth: effect of available car- 


bon and nitrogen, I, 251, 274, carbon di- 
oxid, 1, 251, 274, light, 1, 251, seed com- 
position, I, 251, 274 

Seeds: Development of dormancy in seeds 
of cocklebur (Xanthium), 304; Effect 
of variations in amounts of available 
carbon and nitrogen on growth of wheat 
seedlings, 274; Germination and keeping 
quality of parsnip seeds under various 
conditions, 115; Hastening germination 
of some coniferous seeds, 315; Primary 
dormancy, after-ripening, and develop- 
ment of secondary dormancy in embryos 
of Ambrosia trifida, 285; Relation of 
composition of seeds and effects of light 
to growth of seedlings, 251 

Sequoia sempervirens: effect of light, 170; 
germination of seeds, 317, 320 

Shade: See Light intensity 

Shippy, William B. An inexpensive and 
quickly made instrument for testing rel- 
ative humidity, 72; Influence of environ- 
ment on the callusing of apple cuttings 
and grafts, 351 

Shirley, Hardy L. The influence of light 
intensity and light quality upon the 
growth of plants, 159 

Shoots: Growth of seedlings in light and 
in darkness in relation to available nitro- 
gen and carbon, 1 

Shoots: effect of available carbon and ni- 
trogen, I, 251, 274, light, 1, 182 251, 
seed composition, I, 251, 274 

Shortening the rest period of Gladiolus by 
treatment with chemicals, F. E. Denny, 
523 

Slag: effect on holly propagation, 205 

Snapdragon: See Antirrhinum 

Sodium thiocyanate effects: on enzym ac- 
tivities in potatoes, 417; on potato tu- 
bers, 131; on starch content of potatoes, 
581; on sucrose content of potatoes, 581 

Solanum melongéna: effect of carbon di- 
oxid, light, 504; fumigation with naph- 
thalene, 518 

Solanum tuberosum: Chemical changes in- 


' 
' 
: 
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duced in potato tubers by treatments that 
break rest period, 131; Enzym activities 
of juices from potatoes treated with 
chemicals that break rest period, 417; 
Role of mother tuber in growth of po- 
tato plant, 77; Sucrose and_ starch 
changes in potatoes treated with chemi- 
cals that break rest period, 580 
Solanum tuberosum: chemical analysis of 
mother tuber, 94; effect of amputation 
of mother tuber, 77, light duration, 493, 
temperature, 493; fumigation with naph- 
thalene, 518; iodimetric method for de- 
termining oxidase activity in potato 
juice, 558; relation of sprouting to en- 
zym activity, 439 
Solanum tuberosum, eye tissue in tuber: 
chemical changes in, 131; in relation to 
enzym activity, 437, 442 
Some effects of artificial climates on the 
growth and chemical composition oi 
plants, John M. Arthur, John D. Guth- 
rie, and John M. Newell, 445 
Soybean: See Glycine soja 
Spore germination: effect of hydrogen sul- 
fide, pentathionic acid, sulfuric acid, 380; 
laboratory method for toxicity tests, 390 
Sprouts: Gladiolus treated with chemicals, 
531 
Spruce: See Picea 
Squash, Hubbard: See Cucurbita maxima 
Starch: Sucrose and starch changes in 
potatoes treated with chemicals that 
break rest period, 580 
Starch content: effect on callusing of ap- 
ple cuttings and grafts, 381; in potato 
tubers, 131; utilization by potato sprout, 
97 
Stems: effect of light, 184, 188 
Sterilization: effect on birch seeds, 52 
Storage effects: on Ambrosia trifida em- 
bryos, 288; on birch seeds, 47; on seeds, 
I15 
Stratification effects on germination: of 
birch seeds, 47; of coniferous seeds, 315 
Sucrose and starch changes in potatoes 
treated with chemicals that break the 
rest period, F. E. Denny, 580 
Sucrose, in potato tubers: effect of chemi- 
cal treatments on, 131 
Sudan grass: See Holcus sudanensis 


VOLUME II 645 


Sugar: in potato tubers, 131; utilization by 
potato sprout, 97 

Sulfur: rdéle of pentathionic acid, sulfuric 
acid, and hydrogen sulfide in fungicidal 
action, 389 

Sulfur toxicity: 392; as influenced by par- 
ticle size, 410; of water extracts, 409 

Sulfuric acid: rdle in fungicidal action of 
sulfur, 389; toxicity, 398 

Sunflower: See Helianthus cucumerifolius 

Sunlight: effect of ultra-violet in sunlight 
on tomatoes, 143 

Sweet pea: See Lathyrus odoratus 


Tarsonemus pallidus: fumigation with 
naphthalene, 519 

Taxodium  distichum: germination of 
seeds, 317, 330, 330, 342 

Temperature effects: on Ambrosia trifida 
embryos, 285; on callusing of apple cut- 
tings and grafts, 351; on chloroplast 
pigments, 228; on dormancy in Xan- 
thium seeds, 304; on germination of 
birch seeds, 47, coniferous seeds, 315; 
on holly propagation, 211; on lasting 
qualities of cut flowers, 200, 535; on 
parsnip seeds, 115; on plant growth, 
445; on rest period of Gladiolus, 523 

Tetranychus telarius: fumigation with 
naphthalene, 519 

Thiourea effects: on enzym activities in 
potatoes, 417; on starch content of po- 
tatoes, 581; on sucrose content of po- 
tatoes, 581 

Thornton, Norwood C. Use of carbon di- 
oxid for prolonging the life of cut flow- 
ers, with special reference to roses, 535 

Thrips tabaci: fumigation with naphtha- 
lene, 519 

Thuya gigantea, occidentalis, orientalis: 
germination of seeds, 317, 331, 3360, 342 

Tissues: Killing of plant tissue and in- 
activation of tobacco mosaic virus by 
ultra-violet radiation, 143 

Tobacco: See Nicotiana tabacum 

Tobacco mosaic: Local and systemic in- 
crease of tobacco mosaic virus, 563; lo- 
cal lesions on bean leaves inoculated 
with tobacco mosaic virus, 549 

Tobacco mosaic: inactivation by  ultra- 
violet, 155 

Tomato: See Lycopersicum esculentum 
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Tomato mosaic: effect on chloroplast pig- 
ments, 244 

Tradescantia fluminensis: effect of light, 
170 

Translocation: Twin-leaf method of study- 
ing changes in leaves, 592 

Trifolium pratense: effect of carbon di- 
oxid, light, temperature, 487; fumiga- 
tion with naphthalene, 510 

Trifolium repens: fumigation with naph- 
thalene, 519 

Triticum aestivum: effect of available car- 
bon, 1, 274, carbon dioxid, 1, 497, light, 
1, 407; fumigation with naphthalene, 519 

Tropacolum: effect of carbon dioxid, light, 
502 

Tropacolum majus: fumigation with naph- 
thalene, 519 

Tuber: Role of mother tuber in growth of 
potato plant, 77 

Turnip: See Brassica rapa 

Twin-leaf method of studying changes in 
leaves, F. E. Denny, 592 


Ultra-violet: effect on tobacco mosaic vi- 
rus, 143, on tomatoes, 143; filters for 
transmission, 146 

Umbrella-pine: See Sciadopitys verticil- 
lata 

Uromyces carophyllinus: effect of penta- 
thionic acid, sulfuric acid, and hydrogen 
sulfide on germination of spores, 389 

Use of carbon dioxid for prolonging the 
life of cut flowers, with special refer- 
ence to roses, Norwood C. Thornton, 535 

Upsulun: effect on germination of birch 
seeds, 52 


Varietal differences: in respect to callusing 
of apple cuttings and grafts, 357, 382, 
385 

Vegetative propagation of holly, P. W. 
Zimmerman and A. E. Hitchcock, 205 

Vicia faba: inoculation with tobacco mo- 
saic virus, 551 

Vigna sinénsis: effect of light on growth, 
I, 255; effect of seed composition on 
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growth, 255; inoculation with tobacco 
mosaic virus, 551 

Virus diseases: See Aster yellows; Bean 
mosaic; Ring-spot of tobacco; Tobacco 
mosaic; Tomato mosaic 

Vitality: Germination and keeping quality 
of parsnip seeds under various condi- 
tions, 115; Germination and vitality of 
birch seeds, 47 


Wandering jew, green: See Tradescantia 
fluminensis 

Wandering jew, purple: 
dula 

Water: in mother tuber of potato plant, 97 

Water effects: on Ambrosia trifida em- 
bryos, 289; on callusing of apple cut- 
tings and grafts, 351; on cut roses, 545; 
on dormancy of Nanthium seeds, 304; 
on germination of birch seeds, 47; on 
parsnip seeds, I19 

Wheat: See Triticum 

Wilcoxon, Frank, and Hartzell, Albert: 
See Hartzell, Albert, and Wilcoxon, 
Frank 

Wilcoxon, Frank, and McCallan, S. E. A. 
Fungicidal action of sulphur: I. The al- 
leged rdle of pentathionic acid, 3890 

Willow: See Salix pendula 


See Zebrina pen- 


Nanthiwn: Development of dormancy in 


seeds of cocklebur (Xanthiwm), 304 
Xanthophyll: effect of environment, 220 


Yellows disease: See Aster yellows 


Zea mays growth: effect of light, 1, 255, 
of seed composition, 255 

Zebrina pendula: effect of light, 170 

Zimmerman, P. W. Oxygen requirements 
for root growth of cuttings in water, 
616 

Zimmerman, P. W., and Hitchcock, A. E. 
Vegetative propagation of holly, 205; 
See also Hitchcock, A. E., and Zimmer- 
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